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METHODS FOR ENHANCING BACTERIAL
CELL DISPLAY OF PROTEINS AND
PEPTIDES

CROSS-REFERENCE TO RELAT
APPLICATIONS

s
w

This invention claims the benefit of U.S. Provisional Appli-

cation No. 60/962,086, filed Jul. 26, 2007, which application
1s hereby incorporated by reference 1n 1ts entirety herein.

STATEMENT REGARDING FEDERALLY
SPONSORED RESEARCH OR DEVELOPMEN'T

This mvention was made with government support under
U.S. Army Contract DAAD-19-03-D-0004. Accordingly, the
United States Government has certain rights 1n this invention.

TECHNICAL FIELD

The mnvention 1s 1n the field of protein engineering. In
particular, the disclosure relates generally to methods of mak-
ing and using bacterial display polypeptide libraries, includ-
ing methods for enhancing the display of proteins and pep-
tides at the surface of bacteria by using vectors encoding
circularly permuted OmpX (CPX) variants containing opti-

mized linkers and selected mutations at positions 165 and
166.

BACKGROUND

Display methodologies have proven ivaluable for the dis-
covery, production, and optimization of proteins and peptides
in a variety ol biotechnological applications. Various
approaches including phage display (Smith, G. P. (1985)

Science, 228, 1315-1317), mRNA (Wilson et al. (2001) Proc.
Natl. Acad. Sci. USA, 98, 3750-3735) and DNA display
(Yonezawa et al. (2003) Nucleic Acids Res., 31, €118), ribo-
some display (Hanes, J. & Pluckthun, A. (1997) Proc. Natl.
Acad. Sci. USA, 94, 4937-42), eukaryotic virus display
(Bupp, K. & Roth, M. J. (2002) Mol. Ther., 5, 329-335;
Muller et al. (2003) Nat. Biotechnol. 21:1040-1046), yeast
display (Boder, E. T. & Wittrup, K. D. (1997) Nat. Biotech-
nol., 15, 553-557), and bactenial display (Lu et al. (1995)
Biotechnology (N Y), 13, 366-372) have been developed to
screen diverse molecular repertoires for desired activities. In
particular, bacterial display libraries have enabled antibody
allinity maturation (Daugherty et al. (2000) Proc. Natl. Acad.
Sci. USA, 97, 2029-2034), the discovery of protein binding
peptides (Bessette et al. (2004) Protein Eng. Des. Sel., 17,
731-739), cell-specific ligands (Dane et al. (2006) J. Immu-
nol. Methods, 309, 120-129; Nakajima et al. (2000) Gene,
260, 121-131), and the identification of optimal protease sub-
strates (Boulware, K. T. & Daugherty, P. S. (2006) Proc. Natl.
Acad. Sc1. USA, 103, 7583-7588). One of the key advantages
ol bacterial surface display 1s the ability to use flow cytometry
for quantitative screening of the libraries, allowing for real-
time analysis of binding affinity and specificity to optimize
the screeming process (Wittrup, K. D. (2001) Curr. Opin.
Biotechnol., 12, 3935-399). Additionally, the ease of genetic
manipulation, high transformation eificiency, and rapid
growth rate make E. coli a well-suited host for display. A
broad range of bacterial surface display systems have been
developed allowing for msertional or terminally fused pep-
tides and proteins to be displayed on the cell surface. Several
outer membrane proteins and cellular appendage proteins
have been used to present polypeptides as insertional fusions
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(Bessette et al. (2004) Protein Eng. Des. Sel., 17, 731-739;
Charbit et al. (1986) Embo ., 5, 3029-3037; Taschner et al.

(2002) Biochem. J., 3677,393-402). The 1ce nucleation protein
(Jung et al. (1998) Nat. Biotechnol., 16, 576-580), intimins
(Christmann et al. (1999) Protein Eng., 12, 797-806), and
LppOmpA (Francisco et al. (1992) Proc. Natl. Acad. Sci.
USA, 89, 2713-2717) have been used to display proteins on
the C-terminus of a transmembrane scaifold while N-termi-

nal display has been accomplished using autotransporters
Ig Al protease and EstA (Maurer et al. (1997) J Bacteriol, 179,

794-804).

Recently, a unique bacterial display scatfiold was devel-
oped that allows for N- and/or C-terminal display from a
circularly permuted variant of outer membrane protein
OmpX (CPX) (Rice et al. (2006) Protein Sci., 15, 825-836).
This scatfold enables display of peptides on both termini, but
with reduced efliciency when compared to that obtained
using insertions into OmpX. Reduced membrane localization
of CPX may result from slower folding rates and reduced
stability that has been described previously for circularly
permuted proteins (Heinemann, U. & Hahn, M. (1993) Prog.
Biophys. Mol. Biol., 64, 121-143). Regardless, reduced dis-
play efficiency requires longer induction times to achieve
suificient display for screeming by FACS. Importantly, inef-
ficient display can create an undesired selection pressure
resulting 1n growth biases, reduced viability, or differing lev-
cls of passenger localization on the cell surface. As a result,
screening based upon cell fluorescence can favor passengers
most elficiently localized to the surface, rather than passen-
gers enhanced for the properties of interest (e.g., binding
aflinity).

Thus, there remains a need for additional vectors for bac-
terial cell display and methods that would more effectively
display proteins and peptides.

SUMMARY

The present invention relates to bacterial cell display and
methods for enhancing the display of proteins and peptides at
the surface of bacteria by using vectors encoding circularly
permuted OmpX (CPX) variants containing optimized link-
ers and selected mutations at positions 165 and 166.

In one aspect, the invention includes a circularly permuted
OmpX (CPX) variant comprising a linker joining the native
N-terminus and C-terminus, wherein the linker 1s 3-8 residues
in length and comprises a glycine and one or more basic
amino acids. In one embodiment, the first residue of the linker
1s a glycine. In certain embodiments, the linker comprises at
least two basic residues, for example, at least two arginine
residues or two lysine residues, or at least one arginine residue
and at least one lysine residue. In one embodiment the linker
1s 5 residues 1n length. In another embodiment, the linker 1s 6
residues 1n length. In certain embodiments, the first residue of
the linker 1s a glycine and the third and sixth residues of the
linker are selected from the group consisting of arginine,
lysine, serine, histidine, glutamine, and asparagine. In certain
embodiments, the linker comprises a sequence selected from
the group consisting of SEQ 1D NOS:2-27.

The CPX variant of any of the above embodiments may
further comprise one or more mutations that increase the
display efficiency of a passenger peptide carried by the CPX
variant. In certain embodiments, a hydrophobic residue 1s
substituted at the position corresponding to A165 of the native
OmpX protein (numbered relative to the reference sequence
of SEQ ID NO: 1). Exemplary mutations include, but are not
limited to, A165V, A165L, A1651, A165F. In other embodi-

ments, the amino acid at the position corresponding to G166
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(numbered relative to the reference sequence of SEQ ID
NO:1) of the native OmpX protein 1s replaced. Exemplary
mutations include, but are not limited to, G166S and G166A.

In certain embodiments, the CPX vanant of any of the
above embodiments, further comprises a passenger polypep-
tide, which can be fused to either the N-terminus or the
C-terminus of the CPX variant. In certain embodiments, two
passenger polypeptides are carried simultaneously by the
CPX variant, wherein a first passenger polypeptide 1s fused to
the N-terminus and a second passenger polypeptide 1s fused
to the C-terminus of the CPX variant. A passenger polypep-
tide can be connected to the N- or C-terminus of a CPX
variant by a linker sequence, for example, a linker comprising,
a sequence selected from the group consisting of SEQ ID
NO:28 and SEQ ID NO:34 can be used 1n the practice of the
invention.

In certain embodiments, the CPX variant of the invention
carries a passenger polypeptide comprising a detectable
label. In one embodiment, the passenger polypeptide 1s a
streptavidin binding peptide that binds to streptavidin conju-
gated to a fluorophore. An exemplary streptavidin binding
peptide comprises the amino acid sequence of SEQ ID
NO:36. In certain embodiments, two passenger polypeptides
are fused to the CPX variant at the N-terminus and C-termi-
nus, respectively, wherein both passenger polypeptides com-
prise detectable labels, which may be the same or different.

In another aspect, the invention includes a polynucleotide
encoding any of the CPX varants described herein.

In another aspect, the invention includes an expression
vector comprising a polynucleotide of the invention operably
linked to a promoter, wherein the expressed CPX varant 1s
capable of displaying one or more passenger polypeptides on
an outer surface of a bacterial cell.

In another aspect, the mvention includes a bacterial cell
comprising an expression vector of the invention. Exemplary
bacterial cells that can be used 1n the practice of the invention
include, but are not limited to, Escherichia coli, Shigella
sonnei, Shigella dysenteriae, Shingella flexneri, Salmonella
tvphimurium, Salmonella enterica, Enterobacter aevogenes,
Serratia marcescens, Yersinia pestis, and Klebsiella pneumo-
niae.

In another aspect, the invention includes a polypeptide
display library comprising a polypeptide displayed by a CPX
variant of the invention.

In another aspect, the mvention includes a method of mak-
ing a polypeptide display library, the method comprising:

providing a plurality of expression vectors expressing CPX
variants carrying a plurality of passenger polypeptides,
transiecting bacterial cells with the expression vectors, and

culturing the bacterial cells under conditions that permit
expression of the passenger polypeptides on the surface of the
bacterial cells.

In another aspect, the mvention includes a method of
screening for a CPX varnant that displays a passenger
polypeptide with greater efficiency in bacteria than another
carrier protein carrying the same passenger polypeptide, the
method comprising:

transfecting a bacterial cell with an expression vector
expressing a CPX vanant carrying the passenger polypeptide,

screening for display of the passenger polypeptide at the
surface of the bacterial cell within 25 minutes after inducing
the expression of the CPX vanant carrying the passenger
polypeptide; and

comparing the display efliciency of the CPX variant car-
rving the passenger polypeptide to the display efficiency of
another carrier protein carrying the same passenger polypep-
tide expressed under the same conditions.
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The display efliciency of a passenger polypeptide can be
increased by screening different CPX variants by this
method. For example, a plurality of CPX vaniants carrying the
same passenger polypeptide are screened, wherein each CPX
variant comprises a different linker joiming the native N-ter-
minus and C-terminus, wherein the linker 1s 3-8 residues 1n
length and comprises a glycine and one or more basic amino
acids, and optionally, a mutation at a position corresponding
to A165 or G166 of the native OmpX protein (numbered

relative to the reference sequence of SEQ ID NO:1). The CPX
variant 1s selected that displays the passenger polypeptide
with the greatest efficiency compared to the plurality of other
CPX variants.

In another aspect, the invention provides a method of
screening a library of polypeptides for biological activity 1n
the presence of a target molecule, the method comprising: a)
providing a polypeptide display library comprising CPX vari-
ants carrying a plurality of passenger polypeptides displayed
on bactenial cells, b) contacting the plurality of passenger
polypeptides with the target molecule, ¢) assaying for bio-
logical activity 1n the presence of the target molecule, and d)
identifying at least one displayed passenger polypeptide that
has biological activity. For this purpose, any CPX variant
described herein can be used 1n the polypeptide display libray
for screening polypeptides. The polypeptide display library
can 1nclude passenger polypeptides fused to the N— or C—
or both terminii1 of the CPX variants. The biological activity
assayed can be enzymatic activity, substrate activity, ligand-
binding activity, transport activity, agonist activity, antagonist
activity, or any other biological activity. Any target molecule
can be chosen, including but not limited to, a receptor, a
ligand, an antibody, an antigen, an enzyme, a transporter, a
substrate, an inhibitor, an activator, a cofactor, a drug, a
nucleic acid, a lipid, a carbohydrate, a glycoprotein, a small
organic molecule, or an 1norganic molecule.

In one embodiment, the invention includes a method of
screening a library of polypeptides for the ability to bind to a
target molecule, the method comprising: a) providing a
polypeptide display library comprising CPX variants carry-
ing a plurality of passenger polypeptides displayed on bacte-
rial cells, b) contacting the plurality of passenger polypep-
tides with the target molecule, and ¢) 1dentifying at least one
displayed passenger polypeptide that binds to the target mol-
ecule. In one embodiment, the target molecule comprises a
detectable label that enables binding of the target molecule to
a passenger polypeptide to be determined by detecting the
label attached to the target molecule.

Thus, the subject invention is represented by, but not lim-
ited to, the following numbered embodiments:

1. A circularly permuted OmpX (CPX) variant comprising,
a linker jomning the native N-terminus and C-terminus,
wherein the linker 1s 3-8 residues in length and comprises a
glycine and one or more basic amino acids.

2. The CPX wvariant of embodiment 1, wherein the first
residue of the linker 1s a glycine.

3. The CPX variant of embodiment 1 or 2, wherein the
linker comprises at least two basic residues.

4. The CPX varniant of any of embodiments 1-3, wherein the
linker comprises two arginine residues.

5. The CPX vanant of any of embodiments 1-4, wherein the
linker comprises two lysine residues.

6. The CPX varnant of any of embodiments 1-5, wherein the
linker comprises at least one arginine residue and at least one
lysine residue.

7. The CPX variant of any of embodiments 1 to 6, wherein
the linker 1s 5 residues 1n length.

[,
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8. The CPX vanant of any of embodiments 1 to 6, wherein
the linker 1s 6 residues 1n length.

9. The CPX wvariant of embodiment 8, wherein the first
residue of the linker 1s a glycine and the third and sixth
residues of the linker are selected from the group consisting of
arginine, lysine, serine, histidine, glutamine, and asparagine.

10. The CPX variant of any of embodiments 1 to 9, wherein
the linker comprises a sequence selected from the group

consisting of SEQ ID NOS:2-27.

11. The CPX variant of any of embodiments 1 to 10, further
comprising one or more mutations that increase the display
eificiency of a passenger peptide compared to the CPX vari-
ant 1n the absence of the mutations, wherein at least one
mutation 1s at a position corresponding to A165 or G166 of
the nattve OmpX protein numbered relative to the reference
sequence of SEQ 1D NO:1.

12. The CPX variant of embodiment 11 comprising an
A165V mutation.

13. The CPX variant of embodiment 11 comprising an
Al165L mutation.

14. The CPX variant of embodiment 11 comprising an
A163] mutation.

15. The CPX variant of embodiment 11 comprising an
A165F mutation.

16. The CPX variant of any of embodiments 11 to 15
comprising a G166S mutation.

17. The CPX variant of any of embodiments 11 to 15
comprising a G166 A mutation.

18. The CPX variant of any of embodiments 1 to 17, further
comprising a passenger polypeptide fused to the N-terminus.

19. The CPX variant of embodiment 18, further comprising,
a linker between the N-terminus and the passenger polypep-
tide, wherein said linker comprises a sequence selected from
the group consisting of SEQ 1D NO:28 and SEQ ID NO:34.

20. The CPX variant of any of embodiments 1 to 17, further
comprising a passenger polypeptide fused to the C-terminus.

21. The CPX variant of embodiment 20, further comprising
a linker between the C-terminus and the passenger polypep-
tide, wherein said linker comprises a sequence selected from
the group consisting of SEQ 1D NO:28 and SEQ ID NO:34.

22. The CPX variant of any of embodiments 1 to 21, further
comprising a first passenger polypeptide fused to the N-ter-

minus and a second passenger polypeptide fused to the C-ter-
minus.

23. The CPX variant of embodiment 22, wherein the first
passenger polypeptide or the second passenger polypeptide
turther comprises a detectable label.

24. The CPX variant of embodiment 23, wherein the first
passenger polypeptide or the second passenger polypeptide
comprises a streptavidin binding peptide.

25. The CPX wvariant of embodiment 24, wherein the
detectable label 1s streptavidin conjugated to a fluorophore.

26. The CPX wvanant of embodiment 24, wherein the
streptavidin binding peptide comprises the sequence of SEQ)
ID NO:36.

27. The CPX varnant of embodiment 23, wherein both the
first passenger polypeptide and the second passenger
polypeptide comprise detectable labels.

28. The CPX variant of embodiment 27, wherein the first
passenger polypeptide comprises a different detectable label
than the second passenger polypeptide.

29. The CPX variant of any of embodiments 22 to 28,
turther comprising a linker between the first passenger
polypeptide and the N-terminus or the second passenger
polypeptide and the C-terminus.

5

10

15

20

25

30

35

40

45

50

55

60

65

6

30. The CPX variant of embodiment 29, wherein the linker
comprises a sequence selected from the group consisting of

SEQ ID NO:28 and SEQ ID NO:34.

31. A polynucleotide encoding the CPX varnant of any of
embodiments 1 to 30.

32. An expression vector comprising the polynucleotide of
embodiment 31 operably linked to a promoter, wherein the
expressed CPX varniant displays one or more passenger
polypeptides on an outer surface of a bacternial cell.

33. A bacterial cell comprising the expression vector of
embodiment 32.

34. The bacterial cell of embodiment 33, where the bacte-
rial cell 1s Escherichia coli, Shigella sonnei, Shigella dysen-
teriae, Shingella flexneri, Salmonella tvphimurium, Salmo-
nella enterica, Enterobacter aerogenes, Serratia marcescens,
Yersinia pestis, or Klebsiella preumoniae.

35. A polypeptide display library comprising a polypeptide
displayed by the CPX variant of any of embodiments 1 to 30.

36. A method of making the polypeptide display library of
embodiment 35, the method comprising:

providing a plurality of expression vectors expressing CPX

variants carrying a plurality of passenger polypeptides,
transiecting bacterial cells with said expression vectors,
and

culturing the bacterial cells under conditions that permit

expression of said passenger polypeptides on the surface
of the bacterial cells.

3’7. A method of screening for a CPX variant that displays
a passenger polypeptide with greater efliciency than another
carrier protein carrying the same passenger polypeptide, the
method comprising:

transiecting a bacternial cell with an expression vector

expressing a CPX variant carrying the passenger
polypeptide,

screening for display of the passenger polypeptide at the

surface of the bacterial cell within 25 minutes after
inducing the expression of the CPX variant carrying the
passenger polypeptide; and

comparing the display efficiency of the CPX varant car-

rying the passenger polypeptide to the display elficiency
ol another carrier protein carrying the same passenger
polypeptide expressed under the same conditions.

38. A method of enhancing the display efliciency of a
passenger polypeptide, the method comprising:

screening a plurality of different CPX variants carrying the
same passenger polypeptide according to the method of
embodiment 37, wherein each CPX variant comprises a dii-
ferent linker joining the native N-terminus and C-terminus,
wherein the linker 1s 3-8 residues in length and comprises a
glycine and one or more basic amino acids, and optionally, a
mutation at a position corresponding to A165 or G166 of the
natrve OmpX protein; and

selecting the CPX varniant that displays the passenger

polypeptide with the greatest efficiency compared to the
plurality of other CPX variants.

39. The method of embodiment 38, wherein the first resi-
due of the linker 1s a glycine and the third residue of the linker
1s selected from the group consisting of arginine, lysine,
serine, histidine, glutamine, and asparagine.

40. The method of embodiment 39, wherein the linker 1s 6
residues 1n length.

41. The method of embodiment 40, wherein the sixth resi-
due of the linker 1s selected from the group consisting of
arginine, lysine, serine, histidine, glutamine, and asparagine.

42. A method of screening a library of polypeptides for the
ability to bind to a target molecule, the method comprising:
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a) providing a polypeptide display library comprising CPX
variants carrying a plurality of passenger polypeptides
displayed on bacterial cells,

b) contacting the plurality of passenger polypeptides with
the target molecule, and

¢) identifying at least one displayed passenger polypeptide
that binds to the target molecule.

43. The method of embodiment 42, wherein the target
molecule 1s selected from the group consisting of a receptor,
a ligand, an antibody, an antigen, an enzyme, a transporter, a
substrate, an inhibitor, an activator, a cofactor, a drug, a
nucleic acid, a lipid, a carbohydrate, a glycoprotein, a small
organic molecule, and an morganic molecule.

44. The method of embodiment 42, wherein said target
molecule comprises a detectable label, wherein identifying
the target molecule bound to at least one passenger polypep-
tide comprises detecting the label attached to said target mol-
ecule.

45. A method of screening a library of polypeptides for
biological activity 1n the presence of a target molecule, the
method comprising:

a) providing a polypeptide display library comprising CPX
variants carrying a plurality of passenger polypeptides
displayed on bacterial cells,

b) contacting the plurality of passenger polypeptides with
the target molecule,

¢) assaying for biological activity in the presence of the
target molecule, and

d) identitying at least one displayed passenger polypeptide
that has biological activity.

46. The method of embodiment 45, wherein the biological
activity 1s enzymatic activity, substrate activity, ligand-bind-
ing activity, transport activity, agonist activity, or antagonist
actvity.

4’7. The method of embodiment 45, wherein the target
molecule 1s selected from the group consisting of a receptor,
a ligand, an antibody, an antigen, an enzyme, a transporter, a
substrate, an inhibitor, an activator, a cofactor, a drug, a
nucleic acid, a lipid, a carbohydrate, a glycoprotein, a small
organic molecule, and an 1morganic molecule.

These and other embodiments of the subject invention will
readily occur to those of skill in the art in view of the disclo-
sure herein.

BRIEF DESCRIPTION OF THE DRAWINGS

FIG. 1, panels A to C, are plots depicting the bacterial
display of a streptavidin (SA)-binding peptide with OmpX
(FIG. 1A), CPX (FIG. 1B), and eCPX (FIG. 1C). The SA-
binding peptide (AECHPQGPPCIEGRK (SEQ ID NO:36),
described by Giebel et al. (1995) Biochemistry, 34, 15430-
15435) was displayed 1n E. coli as an insertion in OmpX, an
N-terminal fusion 1n CPX, or as an N-terminal fusion in
cCPX. Cells were induced at room temperature for time
increments between 0 and 90 minutes, then labeled with 100
nM SA-PE, and analyzed by flow cytometry after varying
durations of induction.

FIG. 2 depicts a model of the structure of eCPX based on
the crystal structure of OmpX (Vogt, J. & Schulz, G. E. (1999)
Structure, 7, 1301-1309). The structure shows the native N-
and C-termini of OmpX joined by the six residue linker,
GSKSRR (SEQ ID NO:18),the A165L and G166S mutations
(shown as space filling residues), and the creation of new
termini within the second extracellular loop.

FIG. 3 1s a graph depicting the display levels of various
peptides and mini-proteins using eCPX (shaded) and CPX
(white) measured using FACS. The x-axis indicates the fold
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fluorescence above background for each protein target in the
corresponding fluorescent channel. P2 was labeled with

mona which 1s fused to the fluorescent protein YPet. CRP-1
and V114, was labeled with biotinylated CRP and VEGF
respectively then labeled with SA-PE. Mimi-Z and T7-1 were
labeled with Alexa conjugated human IgG and anti-17+tag
monoclonal IgG respectively. SApep was labeled with SA-
PE.

FIGS. 4A and 4B show an overlay of 2-D cytometry data of
eCPX displaying SApep on the N-terminus and P2 on the
C-terminus with a six (FIG. 4A) and a twenty-six (FIG. 4B)
residue linker connecting SApep to the N-terminus. In both
plots; negative control (bottom left population), cells labeled
with only SA-PE (top left population), cells labeled with
SA-PE and YPet-mona (top right population), cells labeled
with only YPet (bottom right population). Display using the
longer linker allows for more efficient sitmultaneous labeling
of both termina.

DETAILED DESCRIPTION

The practice of the present mnvention will employ, unless
otherwise indicated, conventional methods of pharmacology,
chemistry, biochemistry, recombinant DNA techniques and
immunology, within the skill of the art. Such techniques are
explained fully in the literature. See, e.g., Handbook of
Experimental Immunology, Vols. I-1V (D. M. Weir and C. C.
Blackwell eds., Blackwell Scientific Publications); A. L. Leh-
ninger, Biochemistry (Worth Publishers, Inc., current addi-
tion); Sambrook, et al., Molecular Cloning: A Laboratory
Manual (2nd Edition, 1989); Methods In Enzymology (8S.
Colowick and N. Kaplan eds., Academic Press, Inc.).

All publications, patents and patent applications cited

herein, whether supra or inira, are hereby incorporated by
reference 1n their entireties.

I. Definitions

In describing the present imnvention, the following terms
will be employed, and are intended to be defined as indicated
below.

It must be noted that, as used 1n this specification and the
appended claims, the smgular forms “a”, “an” and “the”
include plural referents unless the content clearly dictates
otherwise. Thus, for example, reference to “a peptide”
includes a mixture of two or more such peptides, and the like.

The term “CPX” as used herein refers to a circularly per-
muted variant of a bacterial outer membrane protein OmpX
(see U.S. patent application Ser. No. 10/920,244, which 1s
herein incorporated by reference 1n 1ts entirety). The CPX
protein consists of the native OmpX signal sequence, which 1s
cleaved after translocation; a sequence with an embedded S1il
restriction site (GQSGQ) (SEQ ID NO:35 after which pep-
tides may be inserted; a tlexible linking sequence (GGQSGQ)
(SEQ ID NO:28); amino acids S34-F148 of the mature
OmpX; a GGSG (SEQ ID NO:2) linker joiming the native C-
and N-terminmi of OmpX; and amino acids A1-S33 of the
mature OmpX. CPX can be used as a protein scatfold for
bactenal display of peptides and proteins at the surface of a
bactenal cell. An advantage of using CPX 1n bacterial display
1s that both 1ts N- and C-termini are exterior to the cell, which
allows polypeptides to be displayed from either terminus or
from both termini simultaneously. The term CPX includes
circularly permuted varnants of OmpX from any strain of
bactenia, such as Escherichia coli, Shigella sonnei, Shigella
dvsenteriae, Shingella flexneri, Salmonella typhimurium,
Salmonella enterica, Enterobacter aerogenes, Serratia
marcescens, Yersinia pestis, or Klebsiella Pneumoniae. The
GenBank database contains complete sequences for OmpX
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proteins from a variety of bacterial 1solates, which could be
used to produce CPX proteins of the mnvention. Furthermore,
for purposes of the present invention, the term “CPX” refers
to a protein which includes modifications, such as deletions,
additions and substitutions, for example, replacement of the
linker joining the native N- and C -termini of OmpX, substi-
tutions at positions 165 and 166(numbered with reference to
the sequence of native OmpX from Escherichia coli, SEQ 1D
NO:1), imncorporation of alternate restriction sites after which
polypeptides or peptides may be inserted, or the addition of
linkers between the N-terminus or C-terminus of CPX and a
passenger polypeptide, so long as the protein maintains bio-
logical activity (1.e., ability to efficiently display polypep-
tides). These modifications may be deliberate, as through
site-directed mutagenesis, or may be accidental, such as
through mutations of hosts which produce the proteins or
errors due to PCR amplification.

The terms “polypeptide”, “peptide”, “protein”, and “amino
acid sequence” as used herein generally refer to any com-
pound comprising naturally occurring or synthetic amino
acid polymers or amino acid-like molecules including but not
limited to compounds comprising amino and/or 1mino mol-
ecules. No particular size 1s implied by use of the term “pep-
tide”, “oligopeptide™, “polypeptide”, or “protein” and these
terms are used interchangeably. Included within the defini-
tion are, for example, polypeptides containing one or more
analogs of an amino acid (including, for example, unnatural
amino acids, etc.), polypeptides with substituted linkages, as
well as other modifications known 1n the art, both naturally
occurring and non-naturally occurring (e.g., synthetic). Thus,
synthetic oligopeptides, dimers, multimers (e.g., tandem
repeats, multiple antigenic peptide (MAP) forms, linearly-
linked peptides), cyclized, branched molecules and the like,
are mcluded within the definition. The terms also include
molecules comprising one or more peptoids (e.g., N-substi-

tuted glycine residues) and other synthetic amino acids or
peptides. (See, e.g., U.S. Pat. Nos. 5,831,005; 5,877,278; and
5,977,301; Nguyen et al. (2000) Chem. Biol. 7(7):463-473;
and Simon et al. (1992) Proc. Natl. Acad. Sci. USA 89(20):
0367-9371 {for descriptions of peptoids). Non-limiting
lengths of peptides suitable for use 1n the present invention
includes peptides of 3 to 5 residues in length, 6 to 10 residues
in length (or any integer therebetween), 11 to 20 residues 1n
length (or any integer therebetween), 21 to 75 residues 1n
length (or any integer therebetween), 75 to 100 (or any integer
therebetween), or polypeptides of greater than 100 residues in
length. Typically, polypeptides useful in this mvention can
have a maximum length suitable for the intended application.
Preferably, the polypeptide 1s between about 3 and 100 resi-
dues in length. Generally, one skilled 1n art can easily select
the maximum length in view of the teachings herein. Further,
peptides as described herein, for example synthetic peptides,
may include additional molecules such as labels or other
chemical moieties (e.g., streptavidin conjugated to phyco-
erythrin, Alexa dye conjugated to anti-17 tag). Such moieties
may further enhance interaction of the peptides with a ligand
and/or further detection of polypeptide display.

Thus, reference to peptides also includes derivatives of the
amino acid sequences of the invention including one or more
non-naturally occurring amino acid. A first polypeptide 1s
“dertved from” a second polypeptide 1f 1t 1s (1) encoded by a
first polynucleotide derived from a second polynucleotide
encoding the second polypeptide, or (1) displays sequence
identity to the second polypeptide as described herein.
Sequence (or percent) 1dentity can be determined as
described below. Preferably, derivatives exhibit at least about
50% percent 1dentity, more preferably at least about 80%, and
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even more preferably between about 85% and 99% (or any
value therebetween) to the sequence from which they were
derived. Such derivatives can include postexpression modifi-
cations of the polypeptide, for example, glycosylation, acety-
lation, phosphorylation, and the like.

Amino acid dermvatives can also include modifications to
the native sequence, such as deletions, additions and substi-
tutions (generally conservative in nature), so long as the
polypeptide maintains the desired activity. These modifica-
tions may be deliberate, as through site-directed mutagenesis,
or may be accidental, such as through mutations of hosts that
produce the proteins or errors due to PCR amplification.
Furthermore, modifications may be made that have one or
more of the following effects: increasing efficiency of bacte-
rial display, level of expression, or stability of the polypep-
tide. Polypeptides described herein can be made recombi-
nantly, synthetically, or 1n tissue culture.

A CPX polypeptide or protein molecule, as defined above,
1s a circularly permuted variant of a bacterial outer membrane
protein OmpX dertved from bacteria, including, but not lim-
ited to Escherichia coli, Shigella sonnei, Shigella dysente-
riae, Shingella flexneri, Salmonella typhimurium, Salmonella
enterica, Enterobacter aerogenes, Serratia marcescens, Yers-
inia pestis, or Klebsiella pneumoniae. The molecule need not
be physically derived from the particular 1solate 1n question,
but may be synthetically or recombinantly produced.

The amino acid sequences of a number of OmpX proteins
are known. Representative sequences from bacteria are listed
in the National Center for Biotechnology Information
(NCBI) database. See, for example, NCBI entries: Escheri-
chia coli OmpX, Accession No. POA917; Serratia marce-
scens OmpX, Accession No. AAST8634; Salmonella
enterica subsp. enterica serovar Choleraesuis str. SC-B67 ail
and ompX homolog, AccessionNo. YP__219185; Salmonella
enterica subsp. enterica serovar Iyphi OmpX precursor,
Accession No. CADO3280; Enterobacter cloacae OmpX,
Accession No. P25253; Yersinia pseudotuberculosis 1P
32933 OmpX, Accession No. YP_071032; Yersinia
pseudotuberculosis 1P 32953 OmpX, Accession No.
YP_071052; Shigella flexneri OmpX precursor, Accession
No. POA920; Escherichia coli OmpX precursor, Accession
No. POA918; Escherichia coli OmpX precursor, Accession
No. POA919; Salmonella enterica subsp. enterica serovar
Typhi Ty2 OmpX, Accession No. NP__805818; Shigella flex-
neri 2a str. 301 OmpX, Accession No. NP__706692; Yersinia
pestis KIM OmpX, Accession No. NP__669000; Sa/monelila
enterica subsp. enterica serovar Iyphi str. CT18 OmpX,
Accession No. NP__455368; Salmonella tvphimurium 112
OmpX, Accession No. NP__439810; Escherichia coli O157:
H7 str. Sakai OmpX, Accession No. NP__308919; Escheri-
chia coli O157:H7 EDL933 OmpX, Accession No.
NP__2863578; Shigella flexneri 2a str. 24571 OmpX, Acces-
sion No. NP__836469; Salmonella enterica subsp. enterica
serovar Choleraesuis str. SC-B67 OmpX, Accession No.
YP__213816; Yersinia pestis CO92 OmpX, Accession No.
NP__406040; Yersinia pestis biovar Microtus str. 91001
OmpX, Accession No. NP_993650; FEscherichia coli
CEFTO073 OmpX, Accession No. NP__ 752830; Salmonella
enterica subsp. enterica serovar Paratyphi A str. ATCC 9150
OmpX, Accession No. YP__131143; Erwinia carotovora
subsp. atroseptica SCR11043 OmpX, Accession No.
YP__050855; Erwinia carotovora subsp. atroseptica
SCR11043 OmpX, Accession No. YP__050855; Escherichia
coli APEC O1 OmpX precursor, Accession No. ABJ00194;
Shigella boydii Sb227 OmpX, Accession No. YP_ 407207,
Escherichia coli UTI89 OmpX, Accession No. ABE06304;
Yersinia pestis KIM OmpX, Accession No. NP__669349;
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Yersinia pestis KIM OmpX, Accession No. NP__668646;
Escherichia coli O157:H7 EDL933 OmpX, Accession No.
AAGS5186; Shigellaflexneri 2a str. 2457T OmpX, Accession
No.AAP16275; Escherichia coli APEC O1 OmpX precursor,
Accession No. YP__851908; Escherichia coli UTI89 OmpX,
Accession No. YP_ 339835; and Shigella sonnei Ss046
OmpX, Accession No. YP__309776; all of which sequences
(as entered by the date of filing of this application) are herein
incorporated by reference. The term “passenger” polypeptide
refers to a polypeptide linked to the N- or C-terminus of CPX
or a variant thereof for display at the surface of a bacterial cell.
Preferably, a passenger polypeptide 1s capable of interacting
physically with arbitrary compositions of matter (biological
or non-biological), and exhibits a biological activity (e.g.,
ailinity, specificity, catalysis, assembly etc.) substantially
similar to the corresponding free polypeptide 1n solution. In
other words, the displayed passenger polypeptide interacts
with or binds a given target molecule 1n a manner that 1s
substantially similar to that when the polypeptide 1s 1n 1ts
native environment and not attached to CPX or a variant
thereof.

As used herein, the term “ligand” refers to a molecule that
binds to another molecule, e.g., an antigen binding to an
antibody, a hormone or neurotransmitter binding to a recep-
tor, or a substrate or allosteric effector binding to an enzyme
and includes natural and synthetic biomolecules, such as
proteins, polypeptides, peptides, nucleic acid molecules, car-
bohydrates, sugars, lipids, lipoproteins, small molecules,
natural and synthetic organic and inorganic materials, syn-
thetic polymers, and the like.

The term “polynucleotide”, as known in the art, generally
refers to a nucleic acid molecule. A “polynucleotide™ can
include both double- and single-stranded sequences and
refers to, but 1s not limited to, prokaryotic sequences, eukary-
otic mRNA, cDNA from wviral, prokaryotic or eukaryotic
mRNA, genomic RNA and DNA sequences from viral (e.g.
RINA and DNA viruses and retroviruses), prokaryotic DNA or
cukaryotic (e.g., mammalian) DNA, and especially synthetic
DNA sequences. The term also captures sequences that
include any of the known base analogs of DNA and RNA, and
includes modifications such as deletions, additions and sub-
stitutions (generally conservative in nature), to the native
sequence. These modifications may be deliberate, as through
site-directed mutagenesis, or may be accidental, such as
through mutations of hosts including polynucleotides encod-
ing CPX or a variant thereof. Modifications of polynucle-
otides may have any number of effects including, for
example, facilitating expression/bacterial display of the
polypeptide product at the surface of a host cell.

A polynucleotide can encode a biologically active (e.g.,
CPX or a vaniant thereol) protein or polypeptide. Depending
on the nature of the polypeptide encoded by the polynucle-
otide, a polynucleotide can include as little as 10 nucleotides,
¢.g., where the polynucleotide encodes a linker, tag or label,
or an antigen or epitope for bacterial display. Typically, the
polynucleotide encodes peptides of at least 10, 11, 12, 13, 14,
15,16, 17, 18, 19, 20, 21, 22, 23, 24, 25, 30 or even more
amino acids.

“Recombinant™ as used herein to describe a nucleic acid
molecule means a polynucleotide of genomic, cDNA, viral,
semisynthetic, or synthetic origin which, by virtue of 1ts ori-
gin or manipulation 1s not associated with all or a portion of
the polynucleotide with which 1t 1s associated 1n nature. The
term “‘recombinant” as used with respect to a protein,
polypeptide, or peptide means a polypeptide produced by
expression of a recombinant polynucleotide. In general, the
gene of mterest 1s cloned and then expressed 1n transformed
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organisms, as described further below. The host organism
expresses the foreign gene to produce the protein under
expression conditions.

A “polynucleotide coding sequence” or a sequence that
“encodes” a selected polypeptide, 1s a nucleic acid molecule
that 1s transcribed (in the case of DNA ) and translated (in the
case of mRNA) into a polypeptide 1n vivo when placed under
the control of appropriate regulatory sequences (or “control
clements™). The boundaries of the coding sequence are deter-
mined by a start codon at the 5' (amino) terminus and a
translation stop codon at the 3' (carboxy) terminus. A tran-
scription termination sequence may be located 3' to the cod-
ing sequence. Typical “control elements,” include, but are not
limited to, transcription regulators, such as promoters, tran-
scription enhancer elements, transcription termination sig-
nals, and polyadenylation sequences; and translation regula-
tors, such as sequences for optimization ol initiation of
translation, e.g., Shine-Dalgamo (ribosome binding site)
sequences, Kozak sequences (1.€., sequences for the optimi-
zation of translation, located, for example, 5' to the coding
sequence), leader sequences (heterologous or native), trans-
lation mitiation codon (e.g., ATG), and translation termina-
tion sequences. Promoters can include inducible promoters
(where expression of a polynucleotide sequence operably
linked to the promoter 1s induced by an analyte, cofactor,
regulatory protein, etc.), repressible promoters (where
expression of a polynucleotide sequence operably linked to
the promoter 1s induced by an analyte, cofactor, regulatory
protein, etc.), and constitutive promoters.

“Operably linked” refers to an arrangement of elements
wherein the components so described are configured so as to
perform their usual function. Thus, a given promoter operably
linked to a coding sequence 1s capable of eflecting the expres-
sion of the coding sequence when the proper enzymes are
present. The promoter need not be contiguous with the coding
sequence, so long as it functions to direct the expression
thereof. Thus, for example, intervening untranslated yet tran-
scribed sequences can be present between the promoter
sequence and the coding sequence and the promoter sequence
can still be considered “operably linked” to the coding
sequence.

By “i1solated” 1s meant, when referring to a polynucleotide
or a polypeptide, that the indicated molecule 1s separate and
discrete from the whole organism with which the molecule 1s
found 1n nature or, when the polynucleotide or polypeptide 1s
not found 1n nature, 1s suiliciently free of other biological
macromolecules so that the polynucleotide or polypeptide
can be used for its intended purpose.

The terms “label” and “detectable label” refer to a mol-
ecule capable of detection, including, but not limited to,
radioactive  1sotopes, fluorescers, chemiluminescers,
enzymes, enzyme substrates, enzyme colactors, enzyme
inhibitors, chromophores, dyes, metal 1ons, metal sols,
ligands (e.g., biotin or haptens) and the like. The term “fluo-
rescer’ refers to a substance or a portion thereof that 1s
capable of exhibiting fluorescence in the detectable range.
Particular examples of labels that may be used with the inven-
tion include, but are not limited to phycoerythrin, Alexa dyes,
fluorescein, YPet, CyPet, Cascade blue, allophycocyanin,
Cy3, Cy3, Cy7, rhodamine, dansyl, umbelliferone, Texas red,
luminol, acradimum esters, biotin, green fluorescent protein
(GFP), enhanced green fluorescent protein (EGFP), yellow
fluorescent protein (YFP), enhanced yellow fluorescent pro-
tein (EYFP), blue fluorescent protein (BFP), red fluorescent
protein (RFP), firetfly luciferase, Renilla luciterase, NADPH,
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beta-galactosidase, horseradish peroxidase, glucose oxidase,
alkaline phosphatase, chloramphenical acetyl transferase,
and urease.

The term “derrved from™ 1s used herein to identity the
original source of a molecule but 1s not meant to limit the
method by which the molecule 1s made which can be, for
example, by chemical synthesis or recombinant means.

The terms “vanant,” “analog™ and “mutein” refer to bio-
logically active derivatives of the reference molecule that
retain desired activity (e.g., elficient polypeptide display) as
described herein. In general, the terms “varnant” and “analog™
refer to compounds having a native polypeptide sequence and
structure with one or more amino acid additions, substitutions
and/or deletions (e.g., 1 the linker joining native N- and
C-terminii or at positions 165 and 166), relative to the native
molecule, so long as the modifications do not destroy biologi-
cal activity and which are “substantially homologous™ to the
reference molecule as defined below. In general, the amino
acid sequences of such analogs will have a high degree of
sequence homology to the reference sequence, €.g., amino
acid sequence homology of more than 50%, generally more
than 60%-70%, even more particularly 80%-83% or more,
such as at least 90%-95% or more, when the two sequences
are aligned. Often, the analogs will include the same number
of amino acids but will include substitutions, as explained
herein. The term “mutein” further includes polypeptides hav-
ing one or more amino acid-like molecules including but not
limited to compounds comprising only amino and/or 1mino
molecules, polypeptides containing one or more analogs of an
amino acid (including, for example, unnatural amino acids,
etc.), polypeptides with substituted linkages, as well as other
modifications known in the art, both naturally occurring and
non-naturally occurring (e.g., synthetic), cyclized, branched
molecules and the like. The term also includes molecules
comprising one or more N-substituted glycine residues (a
“peptoid”) and other synthetic amino acids or peptides. (See,
e.g., U.S. Pat. Nos. 5,831,005; 5,877,278; and 5,977,301;
Nguyen et al., Chem. Biol. (2000) 7:463-473; and Simon et
al., Proc. Natl. Acad. Sci1. USA (1992) 89:9367-9371 {for
descriptions of peptoids). Preferably, the analog or mutein

has at least the same polypeptide display efliciency as the
native OmpX molecule. Methods for making polypeptide
analogs and muteins are known 1n the art and are described
turther below.

Analogs generally include substitutions that are conserva-
tive 1n nature, 1.€., those substitutions that take place within a
family of amino acids that are related 1n their side chains.
Specifically, amino acids are generally divided into four fami-
lies: (1) acidic—aspartate and glutamate; (2) basic—Ilysine,
arginine, histidine; (3) non-polar—alamine, valine, leucine,
isoleucine, proline, phenylalanine, methionine, tryptophan;
and (4) uncharged polar—glycine, asparagine, glutamine,
cysteine, serine threonine, tyrosine. Phenylalanine, tryp-
tophan, and tyrosine are sometimes classified as aromatic
amino acids. For example, 1t 1s reasonably predictable that an
1solated replacement of leucine with 1soleucine or valine, an
aspartate with a glutamate, a threonine with a serine, or a
similar conservative replacement ol an amino acid with a
structurally related amino acid, will nothave amajor effecton
the biological activity. For example, the polypeptide of inter-
est may include up to about 5-10 conservative or non-conser-
vative amino acid substitutions, or even up to about 15-25
conservative or non-conservative amino acid substitutions, or
any integer between 3-25, so long as the desired function of
the molecule remains 1ntact. One of skill in the art may readily
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determine regions of the molecule of interest that can tolerate
change by reference to Hopp/Woods and Kyte-Doolittle
plots, well known 1n the art.

By “derntvative” 1s intended any suitable modification of the
native polypeptide of interest, of a fragment of the native
polypeptide, or of their respective analogs, such as glycosy-
lation, phosphorylation, polymer conjugation (such as with
polyethylene glycol), or other addition of foreign moieties, so
long as the desired biological activity of the native polypep-
tide 1s retained. Methods for making polypeptide fragments,
analogs, and deritvatives are generally available 1n the art.

By “fragment™ 1s intended a molecule consisting of only a
part of the intact full-length sequence and structure. The
fragment can include a C-terminal deletion an N-terminal
deletion, and/or an internal deletion of the peptide. Active
fragments of a particular protein or peptide will generally
include at least about 5-10 contiguous amino acid residues of
the tull-length molecule, preferably at least about 15-25 con-
tiguous amino acid residues of the full-length molecule, and
most preferably at least about 20-30 or more contiguous
amino acid residues of the full-length molecule, or any 1nte-
ger between 5 amino acids and the full-length sequence,
provided that the fragment in question retains biological
activity, such as ligand-binding activity, as defined herein.

“Substantially purified” generally refers to 1solation of a
substance (compound, polynucleotide, protein, polypeptide,
polypeptide composition) such that the substance comprises
the majority percent of the sample 1n which 1t resides. Typi-
cally 1n a sample a substantially purified component com-
prises 50%, preterably 80%-835%, more preferably 90-93% of
the sample. Techniques for purifying polynucleotides and
polypeptides of interest are well-known 1n the art and include,
for example, 1on-exchange chromatography, affinity chroma-
tography and sedimentation according to density.

By “1solated” 1s meant, when referring to a polypeptide,
that the indicated molecule 1s separate and discrete from the
whole organism with which the molecule 1s found 1n nature or
1s present in the substantial absence of other biological
macro-molecules of the same type. The term “1solated” with
respect to a polynucleotide 1s a nucleic acid molecule devoid,
in whole or part, of sequences normally associated with 1t 1n
nature; or a sequence, as 1t exists 1n nature, but having heter-
ologous sequences 1n association therewith; or a molecule
disassociated from the chromosome.

“Homology™ refers to the percent identity between two
polynucleotide or two polypeptide moieties. Two nucleic
acid, or two polypeptide sequences are “‘substantially
homologous™ to each other when the sequences exhibit at
least about 50%, preferably at least about 75%, more prefer-
ably at least about 80%-85%, preferably at least about 90%,
and most preferably at least about 95%-98% sequence 1den-
tity over a defined length of the molecules. As used herein,
substantially homologous also refers to sequences showing
complete 1dentity to the specified sequence.

In general, “identity” refers to an exact nucleotide-to-
nucleotide or amino acid-to-amino acid correspondence of
two polynucleotides or polypeptide sequences, respectively.
Percent identity can be determined by a direct comparison of
the sequence information between two molecules (the refer-
ence sequence and a sequence with unknown % 1dentity to the
reference sequence) by aligning the sequences, counting the
exact number of matches between the two aligned sequences,
dividing by the length of the reference sequence, and multi-
plying the result by 100. Readily available computer pro-
grams can be used to aid in the analysis, such as ALIGN,
Davholtl, M. O. in Atlas of Protein Sequence and Structure M.
O. Dayhotl ed., 5 Suppl. 3:353-358, National biomedical
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Research Foundation, Washington, D.C., which adapts the
local homology algorithm of Smith and Waterman Advances

in Appl. Math. 2:482-489, 1981 for peptide analysis. Pro-

grams for determining nucleotide sequence identity are avail-
able 1n the Wisconsin Sequence Analysis Package, Version 8
(available from Genetics Computer Group, Madison, Wis.)

for example, the BESTFIT, FASTA and GAP programs,
which also rely on the Smith and Waterman algorithm. These
programs are readily utilized with the default parameters
recommended by the manufacturer and described 1n the Wis-
consin Sequence Analysis Package referred to above. For
example, percent 1dentity of a particular nucleotide sequence
to a reference sequence can be determined using the homol-
ogy algorithm of Smith and Waterman with a default scoring
table and a gap penalty of six nucleotide positions.

Another method of establishing percent identity in the
context of the present invention 1s to use the MPSRCH pack-

age of programs copyrighted by the University of Edinburgh,

developed by John F. Collins and Shane S. Sturrok, and
distributed by IntelliGenetics, Inc. (Mountain View, Calit.).
From this suite of packages the Smith-Waterman algorithm
can be employed where default parameters are used for the
scoring table (for example, gap open penalty of 12, gap exten-
s1on penalty of one, and a gap of s1x). From the data generated
the “Match” value reflects “sequence 1dentity.” Other suitable
programs for calculating the percent identity or similarity
between sequences are generally known in the art, for
example, another alignment program 1s BLAST, used with
default parameters. For example, BLASTN and BLASTP can
be used using the following default parameters: genetic
code=standard; filter=none; strand=both; cutoft=60;
expect=10; Matrix=BLOSUM®62; Descriptions=50
sequences; sort by —HIGH SCORE; Databases=non-redun-
dant, GenBank+FEMBL+DDBJ+PDB+GenBank CDS trans-
lations+Swiss protein+Spupdate+PIR. Details of these pro-
grams are readily available.

Alternatively, homology can be determined by hybridiza-
tion of polynucleotides under conditions which form stable
duplexes between homologous regions, followed by diges-
tion with single-stranded-specific nuclease(s), and si1ze deter-
mination of the digested fragments. DNA sequences that are
substantially homologous can be identified 1n a Southern
hybridization experiment under, for example, stringent con-
ditions, as defined for that particular system. Defining appro-
priate hybridization conditions 1s within the skill of the art.
See, e.g., Sambrook et al., supra; DNA Cloning, supra;
Nucleic Acid Hybridization, supra.

II. Modes of Carrying Out the Invention

Before describing the present invention 1n detail, 1t 1s to be
understood that this invention 1s not limited to particular
formulations or process parameters as such may, of course,
vary. It 1s also to be understood that the terminology used
herein 1s for the purpose of describing particular embodi-
ments of the invention only, and 1s not intended to be limiting.

Although a number of methods and materials similar or
equivalent to those described herein can be used 1n the prac-
tice of the present invention, the preferred materials and
methods are described herein.

The purpose of “cell surface display” systems 1s to present
polypeptides on living cells to extracellular targets of any size
and molecular composition. The application of bacterial dis-
play technology to a broad range of protein engineering appli-
cations, however, has been hindered by the absence of robust,
validated display scatfolds. The present invention 1s based on
the discovery of novel CPX variants with enhanced properties
for use 1n bacterial display.
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The construction of a circularly permuted outer membrane
protein OmpX (CPX) for use as a protein scaffold for
polypeptide display was described earlier (see U.S. patent
application Ser. No. 10/920,244, which 1s herein incorporated
by reference 1n 1ts entirety). The original CPX protein had the
unique characteristic that both C- and N-termini of the scat-
told were localized on the bacterial cell surface and available
for display of polypeptides and peptides. The CPX protein
scalfold consisted of the native OmpX signal sequence,
which 1s cleaved after translocation; a sequence with an
embedded Sfil restriction site (GQSGQ) (SEQ ID NO:35)
alter which peptides may be inserted; a flexible linking
sequence (GGQSGQ) (SEQ ID NO:28); amino acids S54-
F148 of the mature OmpX; a GGSG (SEQ ID NO:2) linker
joming the native C- and N-termini; and amino acids A1-S53
of the mature OmpX. This previously described CPX protein
unfortunately exhibited reduced surface localization com-
pared to OmpX, which interfered with the presentation of
large peptides and the display of two unique peptides simul-
taneously from structurally adjacent termini.

As described 1n Experimental Examples 1-4, semi-rational
design and directed evolution were used to create circularly
permuted outer membrane protein variants also presenting,
both the N- and C-termini, but showing sigmificantly
enhanced display of a diverse group of peptides, micropro-
teins, and repeat proteins compared to CPX. In order to 1den-
tify CPX scatlold vanants with increased display efficiency,
libraries of CPX variants were constructed and screened for
optimal linker sequences joining the native N- and C-termini
of OmpX and for fortuitous mutations that more efficiently
display peptides. More generally, this approach provides a
potential route to enhance the performance of a variety of cell
surface display scafiolds 1n presenting passenger proteins.
Thus, the methods described herein can be used to make
library screens more eificient and less biased towards pep-
tides that are difficult to display.

In order to further an understanding of the invention, a
more detailed discussion 1s provided below regarding the
construction of CPX variants having enhanced display prop-
erties and their use 1n bacterial display applications.

A. Circularly Permuted OmpX Variants

Circularly permuted variants, as described herein, can be
constructed for any bacterial outer membrane protein OmpX.
Representative OmpX sequences from various species of
bacteria are known and listed herein. Thus, circulated per-
muted variants can be dertved from any bacterial strain or
1solate, including, but not limited to Escherichia coli, Shigella
sonnei, Shigella dysenteriae, Shingella flexneri, Salmonella
tvphimurium, Salmonella enterica, Enterobacter aevogenes,
Serratia marcescens, Yersinia pestis, or Klebsiella pneumo-

niae. Representative OmpX sequences from bacteria include:
Escherichia coli OmpX, Accession No. POA917; Serratia

marcescens OmpX, Accession No. AAST8634; Salmonella
enterica subsp. enterica serovar Choleraesuis str. SC-B67 ail
and ompX homolog, Accession No.YP_ 219185, Salmonella
enterica subsp. enterica serovar Iyphi OmpX precursor,
Accession No. CADO05280; Enterobacter cloacae OmpX,
Accession No. P25233; Yersinia pseudotuberculosis 1P
32933 OmpX, Accession No. YP_071032; Yersinia
pseudotuberculosis 1P 32953 OmpX, Accession No.
YP_071052; Shigella flexneri OmpX precursor, Accession
No. POA920; Escherichia coli OmpX precursor, Accession
No. POA918; Escherichia coli OmpX precursor, Accession
No. POA919; Salmonella enterica subsp. enterica serovar
Tvphi Ty2 OmpX, Accession No. NP__805818; Shigella flex-
neri 2a str. 301 OmpX, Accession No. NP__706692; Yersinia
pestis KIM OmpX, Accession No. NP__669000; Sal/monelila
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enterica subsp. enterica serovar Iyphi str. CT18 OmpX,
Accession No. NP__435368; Salmonella typhimurium L1172

OmpX, Accession No. NP__439810; Escherichia coli O157:
H7 str. Saka1 OmpX, Accession No. NP__308919; Escheri-
chia coli O1537:H7 EDL933 OmpX, Accession No.
NP__2863578; Shigella flexneri 2a str. 24571 OmpX, Acces-
sion No. NP__836469; Salmonella enterica subsp. enterica

serovar Choleraesuis str. SC-B67 OmpX, Accession No.
YP_215816; Yersinia pestis CO92 OmpX, Accession No.

NP__406040; Yersinia pestis biovar Microtus str. 91001
OmpX, Accession No. NP_993650; FEscherichia coli
CEFTO073 OmpX, Accession No. NP_ 752830; Salmonella
enterica subsp. enterica serovar Paratyphi A str. ATCC 9150
OmpX, Accession No. YP_ 131143; Erwinia carotovora
subsp. atroseptica SCR11043 OmpX, Accession No.
YP__ 050855, FErwinia carotovora subsp. atroseptica
SCR11043 OmpX, Accession No. YP__050855; Iischerichia
coli APEC O1 OmpX precursor, Accession No. ABJ00194;
Shigella boydn Sb227 OmpX, Accession No. YP_ 407207,
Escherichia coli UTI89 OmpX, Accession No. ABE06304;
Yersinia pestis KIM OmpX, Accession No. NP_ 669349;
Yersinia pestis KIM OmpX, Accession No. NP__668646;
Escherichia coli 0157:H7 EDL933 OmpX, Accession No.
AAGS5186; Shigellaflexneri 2astr. 2457T OmpX, Accession
No.AAP16275; Escherichia coli APEC O1 OmpX precursor,
Accession No. YP__851908; Escherichia coli UTI89 OmpX,
Accession No. YP_ 539835; and Shigella sonnei Ss046
OmpX, Accession No. YP__309776; all of which sequences
(as entered by the date of filing of this application) are herein
incorporated by reference. Any of these sequences or a variant
thereol comprising a sequence having at least about 80-100%
sequence 1dentity thereto, including any percent identity
within this range, such as 81, 82, 83, 84, 85, 86, 87, 88, 89, 90,
91, 92, 93, 94, 95, 96, 97, 98, or 99% sequence identity
thereto, can be used to construct a CPX variant, as described
herein.

Bacterial display can be used in combination with mag-
netic-activated cell sorting (MACS) and fluorescence-acti-
vated cell sorting (FACS) techniques for quantitative library
analysis and screening for CPX varnants that display polypep-

tides or peptides efficiently (see, e.g., Examples 1-4 and Rice
et al. (2006) Protein Sci1. 15:825-836; U.S. Patent Application

Publication No. 2005/0196406; Daugherty et al. (2000) I.
Immunol. Methods 243(1-2):211-2716; Georgiou (2000)
Adv. Protein Chem. 355:293-315; Daugherty et al. (2000)
Proc. Natl. Acad. Sc1. U.S.A. 97(5):2029-3418; Olsen et al.
(2003) Methods Mol. Biol. 230:329-342; and Boder et al.
(2000) Proc. Natl. Acad. Sci. U.S.A. 97(20):10701-10705;
herein incorporated by reference 1n their entireties). Analysis
of the display efliciency of a CPX variant 1s facilitated by the
use of a passenger polypeptide comprising a label (e.g., phy-
coerythrin, Alexa dye, fluorescein, YPet, CyPet) that allows
detection of the displayed polypeptide at the bacterial cell
surface.

The sequences of exemplary CPX variants for use in bac-
terial display are described 1n the table below:

Pogitiong
Clone 165 166 Linker
CPX A G GGSG
(SEQ ID NO: 2)
CPX-3X-1 A G GRK

(SEQ ID NO: 23)
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Clone

CPX-3X-2

CPX-3X-3

CPX-3X-4

CPX-4X-1

CPX-4X-2

CPX-4X-3

CPX-4X-4

CPX-5X-1

CPX-5X-2

CPX-5X-3

CPX-5X-4

CPX-6X-1

CPX-06X-2

CPX-6X-3

CPX-6X-4

CPX-L2-1

CPX-L2-2

CPX-L2-3

CPX-LZ2-4

CPX-L2-5

CPX-L2Z2-6

CPX-L2-7

CPX-L2-8

CPX-L2-9

CPX-L2-10

18

-continued
Pogitions
165 166 Linker
iy G GRK
(SEQ ID
Ay G GTK
(SEQ ID
iy G GKK
(SEQ ID
Ay G GS KR
(SEQ ID
iy G GROK
(SEQ ID
Ay G SWPN
(SEQ ID
V G PEKS
(SEQ ID
iy G GRTREK
(SEQ ID
iy G GEKEN
(SEQ ID
V G GATER
(SEQ ID
iy S GSOSK
(SEQ ID
iy G GTKREYH
(SEQ ID
iy G GRRHYK
(SEQ ID
iy G GNREHR
(SEQ ID
iy S GSKQOSK
(SEQ ID
L S GSKSER
(SEQ ID
F S GEKNSH
(SEQ ID
I S GTRGSO
(SEQ ID
L S GHRSHR
(SEQ ID
I S GDRKER
(SEQ ID
V A GARGRH
(SEQ ID
V S GTHNSQ
(SEQ ID
V S GPNKSR
(SEQ ID
I S GPHNSR
(SEQ ID
I S HRGYHAQR
(SEQ ID

NO

NO -

NO -

NO

NO -

NO -

NO

NO -

NO

NO -

NO -

NO

NO -

NO -

NO

NO -

NO

NO -

NO -

NO

NO -

NO -

NO

NO -

NO -

10)

11)

12)

13)

14)

15)

16)

17)

18)

19)

20)

21)

22)

23)

24)

25)

26)

27)
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As shown 1n Examples 1-4, CPX varniants that efficiently
displayed polypeptides were 1dentified by screening libraries
of OmpX polypeptides containing different linkers between
the natrve N- and C-terminii. In order to identily CPX scai-
fold variants with optimal linker sequences joining the native
C- and N-termini, four separate libraries with three, four, five
or s1x random linker amino acids were screened using MACS
and FACS. CPX variants as described herein revealed a pret-
erence for longer linkers of five to six residues, a consensus
for glycine at the first position of the linker, and an abundance
ol basic residues 1n the remaining positions.

Thus, 1n one aspect, the mvention includes a CPX variant
comprising a linker joining the native N-terminus and C-ter-
minus, wherein the linker 1s 3-8 residues 1n length and com-
prises a glycine and one or more basic amino acids. In a
preferred embodiment, the first residue of the linker 1s a
glycine. In certain embodiments, the linker comprises at least
two basic residues, for example, at least two arginine residues
or two lysine residues, or at least one arginine residue and at
least one lysine residue. In preferred embodiments the linker
1s 5 or 6 residues 1n length. In one embodiment, the linker 1s
6 residues 1n length and the first residue of the linker 1s a
glycine and the third and sixth residues of the linker are
selected from the group consisting of arginine, lysine, serine,
histidine, glutamine, and asparagine. In certain embodi-
ments, the linker comprises a sequence selected from the
group consisting of SEQ ID NOS:2-27.

In addition, CPX variants can be screened for fortuitous
mutations that enhance the display elliciency of a passenger
polypeptide. As shown 1n Example 2, substitutions at posi-
tions 165 and 166 (numbered relative to the reference
sequence of SEQ ID NO:1) near the native C-terminus of
OmpX greatly increased display levels ol polypeptides. Thus,
the CPX vaniants described herein may comprise one or more
mutations that increase the display efficiency of a passenger
polypeptide. In certain embodiments, a hydrophobic residue
1s substituted at the position corresponding to A165 of the
nattve OmpX protein (numbered relative to the reference
sequence of SEQ ID NO:1), for example, a valine, leucine,
i1soleucine, or phenylalanine. In another embodiment, the
amino acid at the position corresponding to G166 (numbered
relative to the reference sequence of SEQ ID NO:1) of the
native OmpX protein is replaced, for example, with a serine or
alanine. In a preferred embodiment, the CPX variant com-
prises the mutations A163L and G166S and a linker consist-
ing of the sequence of GSKSRR (SEQ 1D NO:18).

A CPX varnant can display a single passenger polypeptide
on either the N-terminus or the C-terminus. Alternatively, a
CPX vanant can display two passenger polypeptides simul-
taneously on both the N- and C-termini. Preferably, a passen-
ger polypeptide 1s capable of interacting physically with arbi-
trary compositions of matter (biological or non-biological),
and exhibits a biological activity (e.g., affinity, specificity,
catalysis, assembly etc.) substantially similar to the corre-
sponding free polypeptide 1n solution. In other words, the
displayed passenger polypeptide interacts with or binds a
given target molecule 1n a manner that 1s substantially similar
to that when the polypeptide 1s 1n 1ts native environment and
not attached to the CPX protein or a variant thereof.

Biterminal display has numerous advantages, including
the ability to quantily the amount of the CPX varnant dis-
played on the cell surface and to screen libraries on both
termini simultaneously. For this purpose, a CPX variant can
be loaded with a single labeled passenger polypeptide or two
differently labeled passenger polypeptides 1n order to allow
detection of surface display. The quantification of the display
level during library screening by labeling of a passenger
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polypeptide allows for polypeptides with a high affinity but
low display level to be differentiated from polypeptides with
a high display level but moderate aflinity. Moreover, bitermi-
nal display allows for the possibility of creating peptide
libraries on each terminus where both peptides can bind to
separate regions of the same protein target, causing increased
binding affinity and specificity through avidity.
Additionally, linkers may be inserted between a passenger
polypeptide of interest and either the N- or C-terminus of the
CPX variant to which 1t 1s connected 1n order to avoid steric
hindrance between simultaneously displayed passenger
polypeptides and/or their binding partners. For example, a

long flexible linker comprising multiple repeats of the
sequence GGGS (SEQ ID NO:37) (e.g., (GGGS), (SEQ ID
NO:38), (GGGS)(SEQ ID NO:34), or (GGGS), (SEQ ID
NO:39)) can be used to increase the accessibility of proteins
to ligands and to avoid steric hindrance when using biterminal
display.

Polynucleotides Encoding CPX Variants and Library Con-
struction

Polynucleotides encoding CPX variants of the present
invention can be produced in any number of ways, all of
which are well known 1n the art.

In one embodiment, the polynucleotides are generated
using recombinant techniques, well known 1n the art. One of
skill 1 the art could readily determining nucleotide
sequences that encode the desired CPX variants using stan-
dard methodology and the teachings herein.

Oligonucleotide probes can be devised based on the known
sequences of OmpX proteins and used to probe genomic or
cDNA libraries. The sequences can then be further 1solated
using standard techniques and, e.g., restriction enzymes
employed to truncate the gene at desired portions of the
tull-length sequence. Sumilarly, sequences of interest can be
isolated directly from cells and tissues containing the same,
using known techniques, such as phenol extraction and the
sequence further manipulated to produce the desired CPX
variants. See, e.g., Sambrook et al., supra, for a description of
techniques used to obtain and 1solate DNA.

The sequences encoding the CPX variants can also be
produced synthetically, for example, based on the known
sequences. The nucleotide sequence can be designed with the
appropriate codons for the particular amino acid sequence
desired. The complete sequence 1s generally assembled from
overlapping oligonucleotides prepared by standard methods

and assembled 1nto a complete coding sequence. See, e.g.,
Edge (1981) Nature 292:756; Nambair et al. (1984) Science

223:1299; Jay etal. (1984)J. Biol. Chem. 259:6311; Stemmer
et al. (1995) Gene 164:49-53.

Recombinant techniques are readily used to clone
sequences encoding CPX variants useful i the claimed
invention that can then be mutagenized 1n vitro by the replace-
ment of the appropriate base pair(s) to result 1n the codon for
the desired amino acid. Such a change can include as little as
one base patr, effecting a change 1n a single amino acid, or can
encompass several base pair changes. Alternatively, the muta-
tions can be effected using a mismatched primer that hybrid-
1zes to the parent nucleotide sequence (generally cDNA cor-
responding to the RNA sequence), at a temperature below the
melting temperature of the mismatched duplex. The primer
can be made specific by keeping primer length and base
composition within relatively narrow limits and by keeping
the mutant base centrally located. See, e.g., Innis et al, (1990)
PCR Applications: Protocols for Functional Genomics; Zol-
ler and Smith, Methods Enzymol. (1983) 100:468. Primer
extension 1s elfected using DNA polymerase, the product
cloned and clones contaiming the mutated DNA, derived by
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segregation of the primer extended strand, selected. Selection
can be accomplished using the mutant primer as a hybridiza-
tion probe. The technique 1s also applicable for generating
multiple point mutations. See, ¢.g., Dalbie-McFarland et al.
Proc. Natl. Acad. Sci. USA (1982) 79:64009.

Once coding sequences have been 1solated and/or synthe-
s1zed, they can be cloned 1nto any suitable vector or replicon
for expression in bacteria. (See Examples). The invention also
includes expression constructs for expressing a given passen-
ger polypeptide as an N-terminal fusion protein, a C-terminal
fusion protein, or biterminal fusion protein, i.e., linked or
fused directly to the CPX protein present on the external
surface of a bacterial cell. Display and expression of a pas-
senger polypeptide as an N-terminal or C-terminal or biter-
minal fusion with a CPX variant 1s accomplished by topo-
logical permutation of an OmpX protein as described 1n U.S.
patent application Ser. No. 10/920,244, which 1s herein incor-
porated by reference. Sequence rearrangement of an OmpX
protein can be accomplished using overlap extension PCR
methods known 1n the art 1n order to create either an N-ter-
minal or C-terminal fusion construct, or alternatively, a biter-
minal fusion construct. See Ho, et al. (1989) Gene 77(1):51-
59, which 1s herein incorporated by reference. As will be
apparent from the teachings herein, a wide variety of vectors
encoding CPX variants coupled to one or more passenger
polypeptides can be generated by creating expression con-
structs which operably link, 1n various combinations, poly-
nucleotides encoding CPX variants and passenger polypep-
tides.

Numerous cloning vectors are known to those of skill in the
art, and the selection of an appropriate cloning vector 1s a

matter of choice. Examples of re-combinant DNA vectors for
cloning include pBAD33, pB30D, pBR322, pACYC177,

pKT230, pGV1106, pLAFR1, pME290, pHV14, pBD?9,
pU61, and pUCS6. See, generally, DNA Cloning: Vols. I & 11,
supra; Sambrook et al., supra; B. Perbal, supra.

The gene can be placed under the control of a promoter,
ribosome binding site (for bacterial expression) and, option-
ally, an operator (collectively referred to herein as “control”
clements), so that the DNA sequence encoding the desired
CPX variant and passenger polypeptide(s) 1s transcribed nto
RINA 1n the host cell transformed by a vector containing this
expression construction. The coding sequence may contain a
naturally occurring OmpX signal peptide sequence or a het-
erologous signal sequence (e.g., from another outer mem-
brane protein such as OmpA, OmpT, OmpC, OmpF, OmpN,
LamB, FepA, FecA, or the like) to promote expression of the
CPX varnant at the surface of a bacterial host cell.

Other regulatory sequences may also be desirable which
allow for regulation of expression of the protein sequences
relative to the growth of the host cell. Such regulatory
sequences are known to those of skill 1in the art, and examples
include those which cause the expression of a gene to be
turned on or off in response to a chemical or physical stimu-
lus, including the presence of a regulatory compound (e.g., a
regulatable promoter for controlled transcription).

In a preferred embodiment, a vector comprising the regu-
latable promoter araBAD 1s used to control transcription.
Expression and display of the polypeptide 1s then accom-
plished by induction of protein expression by contacting with
arabinose, preferably for about 10 to about 60 minutes, and
more preferably for about 10 to about 20 minutes at 25° C.
Controlling expression and display minimizes potential avid-
ity effects that can result from excessive surface concentra-
tion of the displayed peptide.

Expression vectors of the present invention may also uti-
lize a low copy origin of replication (e.g., p15A) 1n order to
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minimize the metabolic burden on the bacterial host cell such
that the clonal representation of the polypeptide library 1s not
alfected by growth competition during library propagation.
Additionally, expression vectors of the present invention may
include a selectable marker such as an antibacterial resistance
gene to a bacteriocidal antibiotic (e.g., chloramphenicol
acetyltransierase, beta lactamase, or the like).

The control sequences and other regulatory sequences may
be ligated to the coding sequence prior to 1nsertion into a
vector. Alternatively, the coding sequence can be cloned
directly mto an expression vector that already contains the
control sequences and an appropriate restriction site.

In some cases it may be necessary to modily the coding
sequence so that 1t may be attached to the control sequences
with the appropriate orientation; 1.e., to maintain the proper
reading frame. Mutants or analogs may be prepared by the
deletion of a portion of the sequence encoding the protein, by
isertion of a sequence, and/or by substitution of one or more
nucleotides within the sequence. Techniques for modifying
nucleotide sequences, such as site-directed mutagenesis, are
well known to those skilled in the art. See, e.g., Sambrook et
al., supra; DNA Cloning, Vols. 1 and 11, supra; Nucleic Acid
Hybridization, supra.

The expression vector 1s then used to transform an appro-
priate bacterial host cell. A number of bacterial hosts are
known 1n the art, including but not limited to, Escherichia
coli, Shigella sonnei, Shigella dysenteriae, Shingella flexneri,
Salmonella typhimurium, Salmonella enterica, Enterobacter
aervogenes, Serratia marcescens, Yersinia pestis, or Klebsiella
preumoniae, which will find use with the present expression
constructs.

In preferred embodiments, a bacterial strain 1s chosen that
1s deficient 1n proteolytic machinery in order to prevent pro-

tein degradation See Meerman, H. J., Nature Biotechnol.
12(11):1107-1110, which 1s herein incorporated by refer-

ence. In some embodiments, a bacterial strain that makes
truncated or otherwise modified lipopolysacharides on its
surface may be used to minimize steric effects upon binding
to large biomolecules including proteins, viruses, cells, and
the like. In some preferred embodiments, the bacterial host
has a genotype that aids the expression vector 1n regulating
more tightly the production of the polypeptide to be dis-
played. The bacterial host may be modified using methods
known 1n the art, including random mutagenesis, DNA shui-
fling, genome shuitling, gene addition libraries, and the like.

As exemplified herein, Escherichia coli strain, MC1-061 1s
a suitable bacterial host for display of passenger polypeptides
using CPX variants of the mvention. The MC1061 strain
exhibits (1) high transformation efficiency of greater than
about 5x10° per microgram of DNA, (2) a short doubling
time, 1.€., 40 minutes or less, during exponential growth
phase, (3) high level display of the given polypeptide, and (4)
elfective maintenance of the expression ON and OFF states
(see Example 1).

In preferred embodiments, the expression vectors and
libraries of the present invention incorporate (1) the use of a
regulatable expression vector that allows on-oif control of the
production of the CPX protein or variant thereot, (2) efficient
restriction sites immediately adjacent to arandomized site for
isertion of cloned DNA encoding a random passenger
polypeptide fused to the N-terminus, C-terminus or both ter-
mini1 of the CPX variant to facilitate library construction, (3)
time and temperature-controlled induction periods to obtain
optimal display levels that result 1n higher quality results, (4)
the use of a bacterial strain having a high plasmid transior-
mation efficiency for transtformation, (5) the use of optimized
library construction protocols to construct large libraries, (6)
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the use of multiple-plasmid transformation to yield a larger
number of unique passenger polypeptides for a given number
of host cells, (7) the use of cell concentration to enable com-
plete processing of larger numbers of sequences (e.g., 10™),
or (8) any combination thereof.

In some embodiments of the present invention, a DNA
library 1s constructed containing preferably greater than
about 10° sequences, and preferably more than about 10'°
unique sequence members, using methods known in the art.
This library size 1s preferred since library size has been shown

to correlate with the quality (affinity and specificity) of the
selected sequences. See Grilfiths, A. D. and D. S. Tawfik

(2000) Curr. Opin. Biotechnol. 11(4):338-53, which is herein
incorporated by reference.

In some embodiments, a polypeptide library may be pre-
pared by infroduction and expression of nucleic acid
sequences which encode polypeptides having about 1 to
about 1000, preferably about 2 to about 30 amino acids 1n
length. In certain embodiments, high DNA concentrations of
more than about 0.1 ug per ul are used during transformation
such that the transformed host cell contains one or more
independent plasmid molecules. Transformation with mul-
tiple plasmids yields a larger number of unique peptides in the
same volume of liquid, providing better overall results than
when transformation 1s performed with only one molecule
per cell. In some embodiments, a mixture of a plurality of
different expression vectors and/or plasmids may be
employed, for example, to allow cooperative binding of two
different displayed peptides on the same surface, or to present
a protein having multiple subunits, and the like.

A desired number of polypeptides may be displayed for
different purposes. As exemplified herein, the method of the
present ivention utilizes an induction period of about 10
minutes to 6 hours to control total expression levels of the
display polypeptide and the mode of the subsequent screen or
selection such that the level of expression has no measurable
cifect upon the cell growth rate. In some embodiments,
shorter time periods may be used to reduce avidity efiects 1n
order to allow selection of high affinity monovalent interac-
tions. As provided herein, the ability to control display speeds
the process and vields higher quality results, e.g., sequences
that bind to a target with higher affinity.

In some embodiments, a cell concentration by a factor of
about 10 may be used to enable complete processing of the
entire pool of diversity 1 a volume of about 10 to about 100
ml. The library may be expanded by propagation by a factor
of more than about 100-fold under conditions which prevent
synthesis ol the library elements, for example, with glucose to
repress araBAD or lac promoters, and aliquots of the library
may be prepared to represent a number of clones which 1s
more than about three fold greater than the total number of
library members.

For library selection, a subset of the total library, either
randomly divided, or chosen for specific properties could be
used as a starting point for screening. Either MACS and/or
FACS methods known 1n the art may be used. Alternatively,
methods known 1n the art that enable physical retention of
desired clones and dilution or removal of undesired clones
may be used. For example, the library may be grown in a
chemostat providing continuous growth, diluting out only
those cells that do not bind to a capture agent retained 1n the
vessel. Alternatively, hosts may be cultured with medium
having imgredients that promote growth of desired clones.

Cell sorting instrumentation 1s applied as a quantitative
library screening tool to i1solate the highest affinity clones
from a magnetically enriched population. Two different
approaches can be applied for quantitative screening on the
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basis of either equilibrium binding affinity (Equilibrium
Screen) or dissociation rate constants (Kinetic Screen). See
Daugherty, P. S., et al. (2000) J. Immunol. Methods 243(1-
2):211-227; and Boder, E. T. and K. D. Wittrup (1998) Bio-
technology Progress 14(1):35-62, which are herein incorpo-
rated by reference in their entireties. For equilibrium
screening, cell populations are labeled with limiting concen-
trations of the target proteins, and all cells exhibiting fluores-
cence 1ntensities above background autofluorescence are col-
lected.

Instead of using random synthetic peptides to provide
genetic diversity, fragment genomic DNA of varying lengths,
cDNA of varying lengths, shufiled DNAs, and consensus
generated sequences may be employed in accordance with
the present invention.

Non-natural amino acids having functionality not repre-
sented among natural amino acids, e.g., metal binding, pho-
toactivity, chemical functionality, and the like, may be dis-
played on the surface using a suitable bacterial host. In this
case, the library or an equivalent library may be transformed
into strains engineered to produced non-natural amino acids.
See Kiick, K. L. et al. (2001) FEBS Lett. 502(1-2):25-30;
Kiick, K. L., et al. (2002) PNAS USA 99(1):19-24; Kirshen-
baum, K., et al. (2002) Chembiochem. 3(2-3):235-237/7; and
Sharma, N., etal. (2000) FEBS Lett. 467(1):37-40, which are
herein incorporated by reference. Peptides incorporating
non-natural amino acids are 1solated by selection or screening,
for functions which require inclusion of the non-natural
monomers 1nto the displayed polypeptide.

Displayed polypeptides may be made to include post-
translation modifications, including glycosylation, phospho-
rylation, hydroxylation, amidation, and the like, by introduc-
tion of a gene or set of genes performing the desired
modifications 1nto the strain used for screening and selection,
e.g., MC1061 or comparable host strain. Genes performing
such post-translational modifications may be 1solated from
cDNA or genomic libraries by cotransformation with the
library and screeming for the desired function using FACS or
another suitable method. For example, post-translational gly-
cosylation activities (enzymes) can be found co-transforms-
ng.

The polypeptides displayed by CPX or a varniant thereof
preferably possess a length that preserves the folding and
export of the carrier protein while presenting significant
sequence and structural diversity. In some embodiments, the
CPX or variant thereof used as a carrier protein may be
modified by rational redesign or directed evolution by the
methods described herein to increase levels of display or
enhance polypeptide presentation. For example, the linker
between the native N- and C-terminii of OmpX may be opti-
mized by random point or cassette mutagenesis and screened
for enhanced presentation (see, e.g., Examples 1-4). In addi-
tion, mutations may be incorporated into the CPX scatfold
that increase the display efficiency of a passenger polypeptide
(e.g., substitutions at positions 165 and 166).

Terminal fusion display allows for high mobility of the
surface displayed molecule, increased accessibility to target
molecules, and simple proteolytic cleavage of the displayed
peptide for production of soluble peptides. Terminal fusion
display also enables the 1dentification of novel substrates and
ligands, ¢.g., for proteases, peptidases, kinases, receptors, and
antibodies. The expression vectors according to the present
invention provide a direct way for enhancing the conforma-
tional diversity and surface mobility of surface anchored pep-
tides and polypeptides. Through the increased mobility
resulting from terminal fusion (as opposed to insertional
fusions), the apparent aflinity of a polypeptide binding to 1ts
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corresponding target molecule or material more closely
resembles that of the peptide 1n solution. The N-terminal or
C-termunal or biterminal display vectors allow the retention
ol an energetically stable outer membrane protein structure,
compatible with folding, transport, and assembly for efficient
display of a given passenger polypeptide on the bactenal cell
surface.

In some embodiments, a cDNA library may be cloned into
the display position of the N-terminal or C-terminal or biter-
minal fusion expression vector, with a terminal affinity tag,
such as a1’/ tag epitope, or a label, or the like, appended to a
terminus of the cDNA clone allowing for measurement of the
total display level on the cell surface. As used herein, the term
“alfinity tag” refers to a biomolecule, such as a polypeptide
segment, that can be attached to a second biomolecule to
provide for purification or detection of the second biomol-
ecule or provide sites for attachment of the second biomol-

ecule to a substrate. Examples of affinity tags include a poly-
histidine tract, protein A (Nilsson et al. (1985) EMBO 1.

4:10775; Nilsson et al. (1991) Methods Enzymol. 198:3, glu-
tathione S transierase (Smith and Johnson (1988) Gene
67:31), Glu-Glu aflinity tag (Grussenmeyer et al., (19835)
PNAS USA 82:7952), substance P, FLAG peptide (Hopp et
al. (1988) Biotechnology 6:1204), streptavidin binding pep-
tide, or other antigenic epitope or binding domain, and the
like, (Ford et al. (1991) Protein Expression and Purification
2:950), all of which are herein incorporated by reference. As
used herein, a “label” 1s a molecule or atom which can be
conjugated to a biomolecule to render the biomolecule or
form of the biomolecule, such as a conjugate, detectable or
measurable. Examples of labels include chelators, photoac-
tive agents, radioisotopes, fluorescent agents, paramagnetic
1ons, and the like.

The presence of surface localized proteins may be moni-
tored using an antibody or reagent specific for the tag or label
according to methods known 1n the art. Cells binding to a
target protein may be then selected using MACS and/or
FACS. The library pool may be incubated with a fluorescent
label of one color (such as green) and then a second tluores-
cent label of a second color (such as red) to identify the
presence of a full length cDNA of mterest. Clones which are
red and green are then 1solated from the library directly using
cell sorting methods known 1n the art.

In some embodiments, the polypeptides of an N-terminal,
C-termunal, or biterminal fusion expression vector may be
1solated or purified from the outer surface of the host. In other
words, a polypeptide may be expressed using an N-terminal,
C-termuinal, or biterminal fusion expression vector and then
produced 1n a soluble form (iree 1n solution) by mtroducing a
suppressible codon downstream of the given polypeptide.
Alternatively, a protease susceptible linker may be used in
place of the “suppressible” codon. The polypeptides are dis-
played on the surface at high density by induction, such as
with arabinose for a period of about 2 hours. The cells are
washed once or twice 1n a compatible butifer, such as PBS, to
remove undesired proteins and other debris, the cells are
concentrated, and a protease 1s added to the cell suspension.
The proteolytically cleaved polypeptide i1s then harvested by
removal of the bacternia by low-speed centrifugation, and
transier of the supernatant into a fresh tube.

C. Applications

The present invention may be broadly applied to methods
to 1solate, enhance or otherwise alter, peptide and polypeptide
sequences that perform usetul or desired functions including
binding, catalysis, assembly, transport, and the like. For
example, the expression vectors of the present invention may
be used to 1solate peptide molecular transformation catalysts,
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develop whole-cell reagents, discover peptides that promote
self assembly, discover in vivo targeting peptides for drug and
gene delivery, discover and increase peptides binding to
maternals surfaces, e.g., semiconductors, mapping proteins
such as protein contacts, and biomolecular networks, 1denti-
tying enzyme substrates/inhibitors, identifying receptor ago-
nists/antagonists, isolating inhibitors of bacterial or viral
pathogenesis, discovering peptides that mediate endocytosis
and cellular entry, mapping antibody and protein epitopes
including multiplex mapping, identifying peptide mimics of
non-peptide ligands, and 1solating metal binding peptides,
¢.g., for bioremediation, nano-wire synthesis, according to
methods known 1n the art. See Georgiou, G., etal. (1997) Nat.
Biotechnol. 15(1):29-34; Pasqualini, R. and E. Ruoslahti
(1996) Nature 380(6572):364-366; Whaley, S. R., et al.
(2000) Nature 4053(6787):665-668; Fields, S, and R.
Sternglanz (1994) Trends 1n Genetics 10(8):286-292; Kim,
W.C.,etal. (2000) J. Biomol. Screen. 5(6):435-440; Yang, W.
P., etal. (1993) J. Mol. Biol. 254(3): 392-403; Poul, M. A., et
al. (2000) J. Mol. Biol. 301(5):1149-1161; James, L. C., et al.
(2003) Science 299(5611):1362-1367; Feldhaus, M. 1., et al.
(2003) Nat. Biotechnol. 21(2):163-170; Kjaergaard, K., et al.
(2001) Appl. Environ. Microbiol. 67(12):5467-34'73, and
Shusta, E. V., et al. (1999) Curr. Opin. Biotechnol. 10(2):
117-122, which are herein incorporated by reference in their
entireties.

Thus, 1n one embodiment, CPX variants of the invention
can be used 1n display libraries for screening polypeptides for
biological activity. A polypeptide display library, as described
herein, 1s provided comprising CPX variants carrying a plu-
rality of passenger polypeptides displayed on bacterial cells.
The polypeptides are contacted with a target molecule of
interest and assayed for biological activity in the presence of
the target molecule 1 order to 1dentity displayed passenger
polypeptides that have biological activity. For this purpose,
any CPX variant described herein can be used 1n the polypep-
tide display libray for screening polypeptides. The polypep-
tide display library can include passenger polypeptides fused
to the N— or C— or both terminii of the CPX varnants. The
biological activity assayed can be enzymatic activity, sub-
strate activity, ligand-binding activity, agonist activity,
antagonist activity, transport activity, or any other biological
activity. Any target molecule can be chosen, including but not
limited to, a receptor, a ligand, an antibody, an antigen, an
enzyme, a transporter, a substrate, an inhibitor, an activator, a
cofactor, a drug, a nucleic acid, a lipid, a carbohydrate, a
glycoprotein, a small organic molecule, or an mnorganic mol-
ecule.

In certain embodiments, the invention includes a method of
screening a library of polypeptides for the ability to bind to a
target molecule, the method comprising: a) providing a
polypeptide display library comprising CPX variants carry-
ing a plurality of passenger polypeptides displayed on bacte-
rial cells, b) contacting the plurality of passenger polypep-
tides with the target molecule, and ¢) 1dentifying at least one
displayed passenger polypeptide that binds to the target mol-
ecule.

The target molecule may comprise a detectable label 1n
order to facilitate detection of binding of the target molecule
to the displayed polypeptides. Detectable labels suitable for
use 1n the present mvention include any composition detect-
able by spectroscopic, photochemical, biochemical, immu-
nochemical, electrical, optical, or chemical means. Usetul
labels 1n the present invention include biotin or other strepta-
vidin-binding proteins for staining with labeled streptavidin
conjugate, magnetic beads (e.g., Dynabeads™), fluorescent
dyes (e.g., phycoerythrin, YPet, fluorescein, texas red,
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rhodamine, green fluorescent protein, and the like, see, e.g.,
Molecular Probes, Eugene, Oreg., USA), radiolabels (e.g.,
°H, 71, *°S, '"*C, or °*P), enzymes (e.g., horse radish per-
ox1idase, alkaline phosphatase and others commonly used 1n
an ELISA), and colorimetric labels such as colloidal gold
(e.g., gold particles 1 the 40-80 nm diameter size range
scatter green light with high efficiency) or colored glass or
plastic (e.g., polystyrene, polypropylene, latex, etc.) beads.
Patents teaching the use of such labels include U.S. Pat. Nos.
3,817,837, 3,850,752; 3,939,350; 3,996,345; 4,277,437,
4,275,149; and 4,366,241.

In some embodiments, the N-terminal, C-terminal, or
biterminal fusion expression vectors of the present invention
can be used for the identification of substrates, such as pro-
tease or kinase substrates, from substrate libraries. Accord-
ingly, an expression vector may be modified to express a
fluorescent protein using methods known in the art. For
example, the use of a bicistronic expression vector compris-
ing a CPX varniant, (2) a ribosomal binding site down stream
of the CPX variant sequence, and (3) a label such as a green
fluorescent protein suitable for efficient detection using fluo-
rescence activated cell sorting (e.g., alajGFP). Expression 1s
then monitored through the intensity of green fluorescence.

For example, a library of protease or peptide substrates 1s
created using methods known 1n the art. The substrates are
fused to the N-terminus or C-terminus or both terminii of
CPX variants using an expression vector expressing a green
fluorescent protein. The substrate library 1s constructed such
that a label or an aflinity tag suitable for fluorescence labeling
1s Tused to the free terminus of a passenger polypeptide on the
cell surface. Host cells expressing the substrate library
labeled with a red fluorescent protein are grown, and cells
which are green but not red are removed from the population
to eliminate the 1solation of false positive clones. The library
1s then incubated with an enzyme (e.g., a protease or pepti-
dase), and cells which loose red fluorescence while retaining
green fluorescence are 1solated from the population using
FACS.

In some embodiments, the N-terminal, C-terminal, or
biterminal fusion expression vectors of the present invention
may be used to construct whole cells that can be used as
reagents. For example, one or more peptides 1dentified using
the methods herein, binding to a protein, virus, or cellular
receptor, or synthetic composition of matter, are displayed on
the outer surface of a bacterial cell at a desired surface density.
Cells can then be coupled directly to a material, e.g., glass/
silicon, gold, polymer, by virtue of peptides selected to bind
these materials, and used to capture in solution molecules
binding to various other displayed peptides on the same cell.
For optical detection, cells can co-express a fluorescent or
luminescent reporter molecule such GFP, or luciferase. Flow
cytometry, or tluorescence microscopy can be used to detect
binding of molecular recognition element displaying cells to
the target agent, e.g., virus, cell, particle, bead, and the like.

The polypeptide display systems of the present invention
allow the creation of renewable whole cell binding reagents 1in
non-specialized laboratories since this method 1s technically
accessible and libraries are reusable. This approach has
already proven usetul for selecting cell-specific binding pep-
tides, and for performing diagnostic assays using flow cytom-
etry and fluorescence microscopy. Furthermore, the surface
displayed polypeptides can be used for parallel or multiplex
ligand 1solation, and clones can be processed with efficient
single-cell deposition units present on many cell sorters. See
Feldhaus, M. 1., etal. (2003) Nat. Biotechnol. 21(2):163-170,
which 1s herein incorporated by reference. Consequently, the
expression vectors of the present invention may be used 1n
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proteomic applications including proteome-wide ligand
screens for protein-detecting array development See

Kodadek, T. (2001) Chem. Biol. 8(2):105-115, which 1s
herein incorporated by reference.
I11. Experimental

Below are examples of specific embodiments for carrying
out the present invention. The examples are offered for 1llus-
trative purposes only, and are not intended to limit the scope
of the present invention 1n any way.

Efforts have been made to ensure accuracy with respect to
numbers used (e.g., amounts, temperatures, etc.), but some
experimental error and deviation should, of course, be
allowed for.

Example 1
Materials and Methods

Bacterial Strains, Reagents and Plasmids

All experiments were performed with E. coli strain
MC1061 (F-araD139 A(ara-leu)7696 galE15 galK16 A(lac)

X74 rpsLL (StrR) hsdR2 (tK-mK+) mcrA mcrB1) (Casada-
ban, M. J. & Cohen, S, N. (1980) J. Mol. Biol., 138,179-207).
All plasmid constructs utilize pBAD33 (Cm') (Guzman et al.
(1993) J. Bacteriol., 177, 4121-4130), with the promoter
araBAD operon and the p135A origin of replication (low-copy
number). KOD HOT START DNA polymerase (Novagen)
was used for PCRs. Primers were from Operon, restriction
enzymes (New England Biolabs), streptavidin-R-phyco-
erythrin (SA-PE) (Molecular Probes), streptavidin-coated
magnetic microbeads (MYONE streptavidin T1) (Invitrogen).
Qiagen mini-preps and gel extraction kits were used for DNA
preparation. Ni1-NTA agarose for protein purification was
from (Qiagen and B-PER II bactenial protein extraction
reagent was Ifrom Pierce Biotechnology.

Vector and Library Construction

Construction of circularly permutated OmpX (CPX) was
described previously (Rice et al. (2006) Protein Sci, 15, 825-
836). To monitor the display level, a streptavidin binding
peptide was fused to the N-terminus of CPX as described
carlier; this plasmid 1s termed pB33CPX-SApep. To generate
the libraries that join the original N- and C-termini of OmpX
with 3-6 random residues, PD1237-1240 was used as the
reverse primer, and PD179 as the forward primer, with
pB33CPX-SApep as the template. The random positions
were encoded using NNK codons allowing for all amino acids
and the amber stop codon. The product of the PCR reaction
was gel purified then used as a forward primer for the next
reaction, using PD180 as a reverse primer, and again with
pB33CPX-phage as the template. The product was then gel
purified, digested with Sfil, and gel purified again. The
digested 1nsert was ligated into the similarly digested vector
pB33CPX-SApep. Ligation products were desalted and elec-
troporated into electro-competent MC1061 yielding 7.5x107,
7.5%107, 1.5x10°, 5.0x10® transformants respectively.

To create the second generation library (CPX-directed),
primers PD1282 with PD179 was used to randomize posi-
tions Al165 and G166 using pB33CPX-SApep as the tem-
plate. The product was then used as a template for PCR with
PD1281 and PD179, adding the second generation library
residues. The primer encoded for G at the first position of the
linker and used a restricted codon of MRM to encode for
residues RKSHQN at position 3 and 6 of the linker, the
remaining positions used NNK. The product of the previous
PCR reaction was then used as a forward primer for the next
reaction, using PD180 as a reverse primer, and again with
pB33CPX-SApep as the template. The product was then
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digested and ligated into the similarly digested vector
pB33CPX-SApep. Ligation products were desalted and elec-
troporated into electro-competent MC1061 yielding 1.0x10”
transformants.

The various binding peptides were fused to the N-terminus
of CPX and eCPX using a linker of GGQSGQ (SEQ ID
NO:28). PCR was used with pB33CPX-SApep as the tem-
plate, PD180 as the reverse primer, and with forward primers
PD1192/PD1193 for the CRP binding peptide (EWACN-
DRGFNCQLQR, SEQ ID NO:29), and forward primers
PD961/PD962 for the VEGF binding peptide (VEPNCDIH-
VMWEWECFERL, SEQ ID NO:30). The products were
digested with Sfil and ligated into similarly digested vector
and electroporated into MC1061. Primers PD1130-PD1133
were used 1n an assembly PCR to create the forward primer
for the mini-Z-domain (FNMQQQRRFYEALHDPNLNE-
EQRNAKIKSIRDD, SEQ ID NO:31). This primer with
PD180 and template pB33CPX-SApep was used 1n PCR, the
product was digested with Sfil and ligated into similarly
digested vector and electroporated into MC1061. The CPX-
T7T(MASMTGGQOMG, SEQ ID NO:32) was created using
overlap extension PCR with the products from the PCR reac-
tion with primers PD179/PD705 and PD180/PD706. The
products were digested with Sfil and ligated into similarly
digested vector and electroporated into MC1061. To transter
these peptides to eCPX the vectors containing the peptide
CPX fusion was digested with Pstl and Kpnl, the smaller
fragment was gel extracted and ligated to the similarly

digested vector of eCPX, transierring the displayed peptide to
the eCPX plasmid. To 1nsert the P2 peptide (PAPSIDRSTK-

PPL, SEQ ID NO:33) at the C-terminus of CPX and eCPX,
PCR was used with PD179 as the forward primer and primers
PD950/PD951 as the reverse primers with pB33CPX-SApep
at template. The primers also encodes a linker of GGQSGQ
(SEQ ID NO:28) preceding the P2 peptide. The products
were digested with Sfil and ligated into similarly digested
vector and electroporated into MC1061. The gene 1s eCPX-
nSApep-cP2. The streptavidin binding peptide was removed
using Kpnl and HindIII and ligation with a stmilarly cut insert
that contains no N-terminally fused peptide, creating CPX-
cP2.

To 1nsert an extended linker of (GGGS) (SEQ ID NO:34)
between the streptavidin binding peptide and eCPX-P2, PCR
was used with forward primer PD179 and reverse primers
PD1429/PD1430/PD31 with pB33eCPX-nSApep-cP2 as
template. The product was then gel extracted and used as the
tforward primer with PD180 as the reverse primer and
pB33eCPX-nSApep-cP2 as template. The product was gel
extracted and digested with Sfil and ligated to similarly
digested vector. The portion after the OmpX signal sequence
1s now, GQGGQ (encoding a Sfil site, SEQ ID NO:35),
AECHPQGPPCIEGRK (the streptavidin binding peptide,
SEQ ID NO:36), (GGGS), (the additional linker, SEQ 1D
NO:34), GGQSGQ (original linker, SEQ ID NO:28) fol-
lowed by the S54 of eCPX with the P2 peptide on the C-ter-
minus, the gene construct 1s termed eCPX-nSApep-linker-
cP2.

Magnetic Selection and Screening by FACS

Magnetic selections were preformed for the first round of
selection using the libraries CPX-5x, CPX-6x, and CPX-
directed. An overnight culture of cells corresponding to 5x the
library diversity were mnoculated to LB medium containing 34
ug/mL chloramphenicol (Cm) for a final cell concentration of
0.05 OD,,, or 100 uLL of overnight cultures into 5 mL LB
Cm, which ever 1s greater. The cultures were then grown at
37° C.10 0.5 OD,,, with shaking (250 rpm), at which time the

culture was moved to room temperature (220) to equilibrate
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and then induced with L-arabinose to a final concentration of
0.04% (w/v). The cells were induced for 50 minutes, at room
temperature, shaking (250 rpm). A volume of cells corre-
sponding to 5x the library diversity was concentrated by
centrifugation (3000xg, 4° C., 5 min) and resuspended 1n cold
PBS to 10-30 OD,. MYONE SA beads (Dynal) were added
to a ratio of approximately one bead per four cells. Magnetic
separation was used to wash the beads four times with a
volume of LB equivalent to the volume used 1n the mnitial
labeling, and the beads plus bound cells were finally resus-
pended in LB with Cm and 0.2% glucose (w/v) for overnight
growth.

For flow cytometric sorting, 50 uL. of overnight cultures of
the libraries were moculated to 5 mLL LB Cm. Cells were
induced as described in the previous paragraph, in future
rounds of sorting the induction time was decreased to 30
minutes. Ten ul of cells were labeled with 100 uLL of 100 nM
SA-PE 1n PBS on 1ce for 45 minutes, pelleted by centrifuga-
tion, and the supernatant was removed. Cells were resus-
pended in ice-cold PBS at approximately 10’ cells/mL and
immediately analyzed and sorted using a FACSARIA cytom-
cter with 488 nm excitation. Between 1 and 5% of the most
labeled cells were collected and amplified for further rounds
of analysis and/or sorting by growing overnight in LB
medium containing glucose and Cm. A subset of the sort was
plated directly on agar for 1solation of single clones. Typically
4-10 selected clones were assayed for antigen binding by flow
cytometry, and the 1dentity of each peptide insert was deter-
mined by DNA sequencing.

Clonal Characterization

To compare the display level of CPX and eCPX as a func-
tion of time of CPX and eCPX, cells were subcultured 1:50
from overnight stocks mto 5 mLL LB Cm and grown for 2
hours shaking (250 rpm) at 37° C. The cells were then moved
to room temperature (22° C.) to equilibrate and induced with
0.04% (w/v) L-arabinose still shaking at 250 rpm. Five pL
samples were taken prior to induction, 30, 60, and 90 minutes
aiter induction then added to 50 uLL of 100 nM SA-PE in PBS
and incubated on 1ce for 45 minutes. After which the cells
were centrifuged (3000 g, 5 min), supernatant removed, and
resuspended 1n 500 uL 1ce cold PBS. Cells were immediately
analyzed with a FACSARIA using 488 nm excitation and
collected fluorescence data at 576 nm.

To compare the display of various peptides using CPX and
cCPX, cultures were started using 50 ulL of overnight culture
in 5 mL LB Cm. Cultures expressing the mini-Z domain, SA
binding peptide, P2 peptide, and T7 epitope were grown until
an OD.,, of 0.4 and moved to room temperature (22°) to
equilibrate and then induced with L-arabinose to a final con-
centration of 0.04% (w/v) for 30 minutes, and two hours for
the mini-Z domain. Cultures expressing the CRP and VEGF
peptides were induced at 37° C. at an of OD,, 0.4 for 30
minutes. Five ul. ofinduced cells were added to 50 uLL of PBS
containing the respective antigens at the following concen-
trations: Y Pet-Mona 50 nM, biotinylated VEGF 65 nM, bioti-
nylated CRP 100 nM, Alexa labeled human IgG 300 nM,
SA-PE 100 nM, anti- T7'tag monoclonal IgG 6.7 nM.
Samples were labeled on ice for 45 minutes. Biotinylated
samples were spun down at 3000 g for 5 minutes and super-
natantremoved. Cells were resuspended 1n 50 uLL of PBS with
10 nM SA-PE and put on ice for 45 minutes. Before cytomet-
ric analysis samples were spun down at 3000 g for 5 minutes,
supernatants removed, and 500 uL of PBS added to resuspend
the cells. Samples were excited with at 488 nm, fluorescence
data was collected at 576 nm for SA-PE labeled samples and
530 nm for Alexa labeled samples and YPet conjugated
samples.
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For the dual labeling experiments, cells were subcultured
1:50 from overnight stocks mto 5 mLL LB Cm and grown for

2 hours shaking (250 rpm) at 37° C. The cells were then
induced with 0.04% (w/v) L-arabinose. Cells expressing
cCPX-nSApep-cP2 were expressed for 25 minutes at 37° C.,
and cells expressing eCPX-nSApep-linker-cP2 were
expressed for 45 minutes at 37° C. Five uLL of cells were
labeled with 50 uLL of PBS with 100 nM SA-PE only, 40 nM
Ypet-Mona only, or with both probes simultaneously. The
cells were incubated at room temperature for 45 minutes,
centrifuged at 3000 g for S minutes, and supernatant removed.
The cells were lett on 1ce betfore resuspension with 500 ul ice
cold PBS and analyzed using cytometry with 488 nm excita-
tion and measuring 576 nm and 530 nm emission.

Example 2
Circularly Permuted OmpX Libraries

The construction of a circularly permuted outer membrane
protein OmpX (CPX) for use as a protein scaffold for
polypeptide display was described previously (see U.S.
patent application Ser. No. 10/920,244, which 1s herein incor-
porated by reference 1n its entirety). One of the advantages of
CPX 1s that both the N- and C-termini are exterior to the cell,
which allows polypeptides to be displayed from either termi-
nus. The CPX protein scaffold consists of the native OmpX
signal sequence, which 1s cleaved after translocation; a
sequence with an embedded Sfil restriction site (GQSGQ)
(SEQ ID NO: 35) after which peptides may be inserted; a
flexible linking sequence (GGQSGQ)(SEQ ID NO:28);
amino acids S54-F148 of the mature OmpX; a GGSG (SEQ
ID NO:2) linker joining the native C- and N-termini; and
finally, amino acids A1-S53 of the mature OmpX.

In order to assess the extent of peptide display, a disulfide
constrained streptavidin binding peptide (SApep) with the
followmng amino acid sequence, AECHPQGPPCIEGRK
(SEQ ID NO:36) (Giebel et al. (1995) Biochemistry, 34,
15430-15435), was fused to the N-terminus of CPX allowing
cell labeling using a fluorescently-conjugated streptavidin
probe and measurement of display levels using cytometry.
CPX vyielded a reduced level of peptide display when com-
pared to cells displaying the same peptide presented as an
insertion within the corresponding region of OmpX (FIG. 1A,
1B). This reduced display level has the drawback that longer
induction periods are required to allow for suilicient tluores-
cence labeling and library screeming, thereby causing cell
stress that can result 1in growth biases during library selection
(Daugherty et al. (1999) Protein Eng, 12, 613-621).

The CPX scaflold was constructed using an arbitrarily
chosen flexible linker (GGSG) (SEQ ID NO:2) to join the
natrve N- and C-termini. Thus, alternative linkers and point
mutations within CPX could enhance the display of peptides
on the cell surface. In order to enhance the display character-
1stics of CPX, various regions of the transmembrane protein
were targeted for mutagenesis. An optimized linker region
joi1mng the native N- and C-termini was 1dentified by gener-

ating and screening four libraries allowing for three (3X),
four (4X), five (5X), and six (6X) random residues to be

inserted in place of the GGSG (SEQ 1D NO:2) linker using
the degenerate codon NNK. Each library was screened sepa-
rately using FACS {for clones exhibiting a high level of fluo-
rescence after 50 minutes of induction, indicating increased
display of SApep binding to streptavidin-R-phycoerythrin
(SA-PE). Under these conditions, the parent CPX scatiold
yielded display levels only slightly greater than background
autofluorescence after S0 minutes of expression, making the
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selection of mutants more efficient. After sorting, the display
level of several clones was measured using cytometry, and
their sequences were determined by DNA sequencing (Table

).

TABLE 1
Sequence Clones from Five Selected Linker
Libraries
Relative
Pogitions Display
Clone 165 166 Linker level
CPX A G GGSG 2.3“/1.55
(SEQ ID NO: 2)
Three residue linker library
CPX-3X-1 A G GRK g.9¢
(SEQ ID NO: 3)
CPX-3X-2 A G GRK 8.3%
(SEQ ID NO: 23)
CPX-3X-3 A G GTK 7.1°
(SEQ ID NO: 4)
CPX-3X-4 A ( GKK 10“
(SEQ ID NO: 5)
Four regsidue linker library
CPX-4X-1 A G GSKR 18“
(SEQ ID NO: 6)
CPX-4X-2 A G GROQK 14<
(SEQ ID NO: 7)
CPX-4X-3 A ( SWPN 15¢
(SEQ ID NO: 8)
CPX-4X-4 'V G PRKS 22%
(SEQ ID NO: 9)
Five residue linker library
CPX-6X-1 A G GRTRK 24¢
(SEQ ID NO: 10)
CPX-5X-2 A ( GRKRN 22%
(SEQ ID NO: 11)
CPX-5X-3 ¥V G GATRR 324
(SEQ ID NO: 12)
CPX-5X-4 A S GSQSK 36°
(SEQ ID NO: 13)
S1X resgsidue linker library
CPX-6X-1 A G GTKRYH 354
(SEQ ID NO: 14)
CPX-6X-2 A G GRRHYK 284
(SEQ ID NO: 15)
CPX-6X-3 A G GNRRHR 24°
(SEQ ID NO: 16)
CPX-6X-4 A S GSKQSK 387
(SEQ ID NO: 17)
Second generation library
CPX-L2-1 L S GSKSRR 337
(SEQ ID NO: 18)
CPX-L2-2 F S GRENSH 19”
(SEQ ID NO: 19)
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TABLE 1-continued
Sequence Clones from Five Selected Linker
Libraries
Relative
Pogitiong Display
Clone 165 166 Linker level
CPX-L2-3 I S GTRGSQO 29%
(SEQ ID NO: 20)
CPX-L2-4 L S GHRSHR 27%
(SEQ ID NO: 21)
CPX-L2-5 I S GDRKER 2g?
(SEQ ID NO: 22)
CPX-L2-6 V A GARGRH 24%
(SEQ ID NO: 23)
CPX-L2-7 V S GTHNSO 267
(SEQ ID NO: 24)
CPX-L2-8 V S GPNKSR 17°
(SEQ ID NO: 25)
CPX-L2-9 I S GPHNSR 235
(SEQ ID NO: 26)
CPX-L2-10 I o HRGYHAQR 33%
(SEQ ID NO: 27)

“Fold fluorescence above background after 50 minutes of
cXPresgslion
Fold fluorescence above background after 25 minutes of
cXpression

Isolated clones exhibited three to fifteen-fold enhanced
display compared to CPX after only a 30 minute induction
period. The identified linker sequences exhibited a preference
for basic residues, and glycine was present at the first position
of the linker in 14 01 16 clones characterized. In addition, four
of the clones had mutations preceding the native C-terminus;
two with the substitution A165V and two others with G166S.
These four clones were among the most efficient display
scaffolds 1solated. The average display level of the selected
clones from each library increased with increasing linker
length, and was highest for 5- and 6-mer linker clones.

In order to further enhance peptide display, the amino acid
linker that joins the passenger peptide to the N-terminus of the

display scaffold was also targeted for mutagenesis and
screening for enhanced variants. A library was created 1n
place of the oniginal linking sequence GGQSGQ (SEQ ID
NO:28), by randomizing these six residues. Screening
yielded four clones exhibiting a ten-fold more efficient dis-
play as compared to CPX. Sequencing did not reveal a con-
sensus within the target linker region. Instead, clones with
enhanced display possessed a non-targeted mutation of either
A165V or G1668S. Since the randomly selected library mem-
bers from the initial pool did not possess mutations outside of
the mtended region, these advantageous substitutions were
rare and likely arose from PCR errors.

In parallel, a library was generated with random residues at
the surface exposed C-terminus of CPX, since native outer
membrane proteins (Omps) possess a conserved C-terminal
motif that 1s thought to aid in Omp membrane nsertion or
assembly (Bos, M. P. & Tommassen, J. (2004) Curr. Opin.
Microbiol., 7, 610-6). Four clones were 1solated from this
library that exhibited more efficient peptide display. Again,
these variants did not share consensus in the randomized
region, but each carried the spontaneous mutation G1668S.
These results suggest that the amino acid compositions of the
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new termini derived from circular permutation have little
eifect on the rate of assembly and display of CPX, whereas

residues A165 and G166 play a key role 1n proper transloca-
tion and insertion of the protein.

In order to combine display-enhancing mutations i1denti-
fied within the most efficient clones from the previous librar-
1es, a final library was designed. A six residue linker library
was chosen to connect the native N- and C-termini because
the longer linker typically allowed more rapid display as
compared to the five residue linker (Table 1). The first amino
acid of the linker was fixed to glycine since it was highly
conserved 1n the 1solated clones. The third and sixth positions
were restricted to R/K/S/H/Q/N using the codon MRM, given
the increased frequency of these residues at the proposed
position in clones with enhanced function, and the remaining
three positions were fully randomized. Positions A165 and
(G166, where beneficial substitutions were observed, were
also fully randomized. Enhanced variants were identified
using two rounds of MACS followed by two rounds of FACS,
sorting clones exhibiting the highest display of the SApep
after 30 minutes of induction. Ten clones were 1solated after
the final FACS screening (Table 1). All variant scaifolds 1den-
tified possessed a more bulky hydrophobic residue (I/L/V/F)
in place of alanine at position 165, a consensus for serine at
position 166, and a high frequency of basic residues Arg and
Lys within the linking region. The display enhancing substi-
tutions A165/G166 are located immediately upstream of the
native C-terminus of OmpX (FIG. 2).

Example 3

Expression Characteristics of Optimized CPX

The scaffold variant exhibiting the most enhanced display
characteristics, CPX-L.2-1, or enhanced CPX (eCPX), was
then compared to CPX and OmpX. The cell surface display
level of SApep was measured at incremental times after
induction of expression for these three scatfolds. This peptide
was displayed either at the N-terminus (CPX and eCPX) or as
an insertional fusion within the second extracellular loop of
OmpX. The level of display was measured before and after
30, 60, and 90 minutes of induction using tlow cytometry
(FIG. 1). The display rate of eCPX was substantially
increased relative to that of CPX, and even slightly higher
than that of OmpX. After only 30 minutes of expression, the
level of display of eCPX-nSApep was 50-fold above back-
ground autofluorescence. Introducing A165L and G166S into
OmpX resulted 1n nearly 1dentical display of SApep relative
to that obtained with OmpX (data not shown).

In order to determine whether the enhanced display using
the eCPX scaifold 1s a general effect or specific to the strepta-
vidin binding peptide SApep, several unrelated passenger
peptides were fused to the N-terminus of CPX and eCPX and
their display levels were compared (FIG. 3). Surprisingly, a
disulfide-constrained peptide binding to C-reactive protein
(CRPpep) (EWACNDRGEFNCQLQR) (SEQ ID NO:29), dis-
played with eCPX yielded nearly 50-fold higher florescence
labeling than that for CPX, after only 30 minutes of expres-
sion. In fact, the fluorescence of cells displaying CRPpep
from CPX could not be distinguished from background (FIG.
3). Similarly, the T7-tag epitope (MASMTGGQOQMG) (SEQ
ID NO:32) was displayed more efliciently from eCPX than
from CPX. A disulfide-constrained 19-mer peptide binding to
vascular endothelial growth factor (VEGF) 1dentified previ-
ously using phage display (Fairbrother et al. (1998) Biochem-
istry, 37, 17754-17764) was also displayed over three-fold

more efficiently within eCPX. Additionally, an IgG binding
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minmi-protein (a minimized version of the Z-domain from
protein A (Braisted, A. C. & Wells, 1. A. (1996) Proc. Natl.

Acad. Sci. USA, 93, 5688-5692, composed of 33-amino acids

that form two antiparallel a-helices, exhibited a display level
roughly three-fold higher than that from CPX after two hour
induction period. Finally, P2, a proline-rich peptide
(PAPSIDRSTKPPL) (SEQ ID NO:33) known to bind to the
C-terminal SH3 domain of Mona (Harkiolaka, et al. 2003),

was expressed as a C-terminal fusion using both CPX and
cCPX. Similar to the increased efficiency of display at the
N-terminus, the display level after only 30 minutes of expres-
sion of P2 using eCPX was improved by minefold compared
to display with CPX. Thus, for all peptides investigated, the
c¢CPX scaflold increased display levels when compared to the
parental CPX.

Example 4

Biterminal Display with eCPX

Two distinct peptides were simultaneously displayed on
the structurally adjacent N- and C-termini of eCPX. SApep
was fused to the N-terminus, and the P2 peptide fused to the
C-terminus (eCPX-nSApep-cP2). Labeling with fluorescent
probes SA-PE (red) and YPet-Mona (Nguyen, A. W. &
Daugherty, P. S. (2005) Nat. Biotechnol., 23, 355-360)
(green) enabled independent detection of each peptide using
flow cytometry. To determine the ability for eCPX to simul-
taneously display these two peptides, cells expressing the
biterminal display scafifold were labeled with SA-PE only,
YPet-Mona only, or both probes concurrently. If the peptides
bind to their respective receptors independently (1.e., without
any steric clashes), there should not be a difference between
the extent of single color labeling (fluorescence intensity) of
the sample labeled with one probe and that labeled with both
fluorescent probes simultaneously.

However, simultancous labeling of cells expressing a
fusion protein of the form N'-SApep-eCPX-P2-C' with SA-
PE and YPet-Mona, or with each probe separately, yielded
differing extents of labeling, consistent with steric interfer-
ence between these two large fluorescent probes (290 kD and
34 kD, respectively). Specifically, the fluorescence of the
cells when labeled with only one probe was always greater
than the fluorescence 1n the corresponding channel of the
cells when labeled with both probes simultaneously. In an
attempt to reduce steric interference, a long tlexible linker of
the form (GGGS)(SEQ ID NO:34) was mserted between
SApep and eCPX, resulting 1n a total linker length of 26
amino acids causing SApep to be further from the cell surface
and thus increasing the distance between the two peptides.
Using this long linker, independent labeling of each displayed
peptide was enhanced (FIG. 4).

These results indicate that the use of a long, unstructured
linker can increase the accessibility of large proteins to pep-
tides simultaneously displayed at both termini of eCPX, with-
out substantially reducing the level of display.

Thus, 1n order to 1dentify CPX scatfold variants with opti-
mal linker sequences for joining the native C- and N-termini
of OmpX, four separate libraries with three, four, five or six
random linker amino acids were screened using MACS and
FACS. Enhanced vanants revealed a preference for longer
linkers of five to six residues, a strict consensus for glycine at
the first position of the linker, and an abundance of basic
residues 1n the remaining positions. Substitutions (A165V,

10

15

20

25

30

35

40

45

50

55

60

65

36

G166S) near the native C-terminus of OmpX greatly
increased the display level, and probably arose from rare
errors introduced during PCR which were enriched from the
large libraries (10”). Based on enhanced variants from the
initial libraries, a final library was designed with a six residue
linker that included restricted positions based on the previous
selections and a randomization of positions A165 and G166.
After screening, the variant exhibiting the most improvement
in display characteristics was named eCPX, and carried sub-
stitutions A165L and G166S, with a linker sequence of
GSKSRR (SEQ ID NO:18).

The eCPX vanant has been shown to increase the display
rate of various polypeptide insertions, on either the N- or
C-terminus as compared to the parental CPX. This allows for
library screens to be more efficient and less biased towards
peptides that are difficult to display.

Also, eCPX has the flexibility to display peptides on either
the N- or C-terminus, which 1s important for many protein
binding interactions such as PDZ domains, which preferen-
tially interact with C-terminal peptides (Harris, B. Z. & Lim,
W.A. (2001) J Cell Sci., 114, 3219-3231).

In addition to displaying single peptides on one terminus,
two peptides can be displayed simultaneously on opposite
termini of eCPX. This biterminal display has numerous
advantages including the ability to quantily to the amount of
cCPX displayed on the cell surface or allow for a screen of
libraries on both termini simultaneously. To validate bitermi-
nal display, a variant of eCPX displaying N-terminal SApep
and C-terminal P2pep, labeled simultaneously with two dii-
ferent protein targets demonstrated that dual labeled cells had
similar fluorescent levels as individually labeled cells 1n the
corresponding channels when longer linkers were inserted to
avoid steric hindrances of binding both proteins in close prox-
imity. The quantification of the display level during library
screening by labeling of a C-terminal peptide such as P2pep
allows for peptides with a high affinity but low display level to
be differentiated from peptides with a high display but mod-
crate allinity. Moreover, biterminal display allows for the
possibility of creating peptide libraries on each terminus
where both peptides can bind to separate regions of the same
protein target, causing increased binding atfinity and speci-
ficity through avidity.

The molecular engineering of eCPX has created a circu-
larly permuted transmembrane protein that has both termini
facing the exterior of the cell and 1nserts into the outer mem-
brane as efficiently as the non-permuted variant. The amino
acid sequence used to join the terminmi played a major role 1n
the proper function of CPX, and minor changes elsewhere in
the protein aided 1n display of peptides using eCPX. This
knowledge can be applied to improve other circularly per-
muted proteins to create variants that are as stable as the
wild-type variant but with the termini at a chosen position.
Moreover, this unique protein scatiold allows for multiple
possibilities for the display of polypeptides and engineering
the surface of E. coli. and has advanced the robustness of
bactenal surface display.

Thus, methods for bacterial display of proteins and pep-
tides using circularly permuted OmpX (CPX) variants con-
taining optimized linkers and selected mutations at positions
165 and 166 are disclosed. Although preferred embodiments

of the subject invention have been described 1n some detail, 1t
1s understood that obvious variations can be made without
departing from the spirit and the scope of the mvention as
described herein.




<160> NUMBER OF SEQ ID NOS: 39
<210> SEQ ID NO 1
<211> LENGTH: 171
<212> TYPE: PRT
<213> ORGANISM: Escherichia coli
<400> SEQUENCE: 1
Met Lys Lys Ile Ala Cys Leu Ser
1 5
Thr Ala Gly Thr Ser Val Ala Ala
20
Ala Gln Ser Asp Ala Gln Gly Gln
35 40
Leu Lys Tyr Arg Tyr Glu Glu Asp
50 55
Ser Phe Thr Tyr Thr Glu Lys Ser
65 70
Asn Lys Asn Gln Tyr Tyr Gly Ile
85
Asn Asp Trp Ala Ser Ile Tyr Gly
100
Phe Gln Thr Thr Glu Tvyvr Pro Thr
115 120
Gly Phe Ser Tyr Gly Ala Gly Leu
130 135
Ala Leu Asp Phe Ser Tyr Glu Gln
145 150
Gly Thr Trp Ile Ala Gly Val Gly
165
<210> SEQ ID NO 2
<211> LENGTH: 4
<212> TYPE: PRT
<213> ORGANISM: Artificial
<220> FEATURE:
<223> OTHER INFORMATION: linker
<400> SEQUENCE: 2
Gly Gly Ser Gly
1
<210> SEQ ID NO 3
<211> LENGTH: 3
<212> TYPE: PRT
<213> ORGANISM: Artificial
<220> FEATURE:
<223> OTHER INFORMATION: linker
<400> SEQUENCE: 3
Gly Arg Lys
1
<210> SEQ ID NO 4
<211> LENGTH: 3
<212> TYPE: PRT
<213> ORGANISM: Artificial
<220> FEATURE:
<223> OTHER INFORMATION: linker
<400> SEQUENCE: 4

37

Ala

Thr

25

Met

Agn

ATg

Thr

Val

105

Gln

Ser

Leu

10

Ser

AgSh

Ser

Thr

2la

90

Val

Phe

Arg
170

A2la

Thr

Pro

Ala

75

Gly

Gly

His

Agnh

Ile
155

Phe

SEQUENCE LISTING

Ala

Val

Met

Leu

60

Ser

Pro

Val

ASDP

Pro

140

AYg

Vval

Thr

Gly

45

Gly

Ser

Ala

Gly

Thr

125

Met

Ser

Leu

Gly

30

Gly

Val

Gly

Tyr
110

Ser

Glu

Val

2la

15

Gly

Phe

Tle

ASP

Arg

o5

Gly

ASpP

Agn

ASP
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Phe

Agh

Gly

Tyr

80

Tle

Val

Val
160

38



39

Gly Thr Lys
1

<210> SEQ ID NO b5

<211> LENGTH: 3

<212> TYPRE: PRT

«213> ORGANISM: Artificial
<220> FEATURE:

«223> OTHER INFORMATION: linker

<400> SEQUENCE: 5

Gly Lys Lys
1

<210> SEQ ID NO 6

<211> LENGTH: 4

<212> TYPRE: PRT

«213> ORGANISM: Artificial
<220> FEATURE:

«223> OTHER INFORMATION: linker

<400> SEQUENCE: 6

Gly Ser Lys Arg
1

<210> SEQ ID NO 7

«211> LENGTH: 4

«212> TYPE: PRT

«213> ORGANISM: Artificial
<220> FEATURE:

«223> OTHER INFORMATION: linker

<400> SEQUENCE: 7

Gly Arg Gln Lys
1

<210> SEQ ID NO 8

«211> LENGTH: 4

«212> TYPE: PRT

«213> ORGANISM: Artificial
<220> FEATURE:

«223> OTHER INFORMATION: linker

<400> SEQUENCE: 8

Ser Trp Pro Asn
1

<210> SEQ ID NO 9

<«211> LENGTH: 4

<212> TYPE: PRT

«213> ORGANISM: Artificial
<220> FEATURE:

<223> OTHER INFORMATION: linker

<400> SEQUENCE: 9

Pro Arg Lys Ser
1

<210> SEQ ID NO 10

<«211> LENGTH: 5

<212> TYPE: PRT

«213> ORGANISM: Artificial
«220> FEATURE:

<223> OTHER INFORMATION: linker

<400> SEQUENCE: 10

Gly Arg Thr Arg Lys

US 8,293,685 B2
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<210> SEQ ID NO 11

<211> LENGTH: 5

«212> TYPE: PRT

<213> ORGANISM: Artificial
<«220> FEATURE:

«223> OTHER INFORMATION: linker

<400> SEQUENCE: 11

Gly Arg Lys Arg Asn
1 5

<210> SEQ ID NO 12

<211> LENGTH: 5

<212> TYPRE: PRT

<213> ORGANISM: Artificial
<220> FEATURE:

«223> OTHER INFORMATION: linker

<400> SEQUENCE: 12

Gly Ala Thr Arg Arg
1 5

<210> SEQ ID NO 13

<211> LENGTH: 5

«212> TYPE: PRT

«213> ORGANISM: Artificial
<«220> FEATURE:

«223> OTHER INFORMATION: linker

<400> SEQUENCE: 13

Gly Ser Gln Ser Lys
1 5

<210> SEQ ID NO 14

«<211> LENGTH: 6

«212> TYPE: PRT

«213> ORGANISM: Artificial
<«220> FEATURE:

«223> OTHER INFORMATION: linker

<400> SEQUENCE: 14

Gly Thr Lys Arg Tyr His
1 5

<210> SEQ ID NO 15

«<211> LENGTH: 6

«212> TYPE: PRT

«213> ORGANISM: Artificial
<220> FEATURE:

«223> OTHER INFORMATION: linker

<400> SEQUENCE: 15

Gly Arg Arg His Tyr Lys
1 5

<210> SEQ ID NO 16

«<211> LENGTH: 6

<212> TYPE: PRT

«213> ORGANISM: Artificial
<220> FEATURE:

«223> OTHER INFORMATION: linker

<400> SEQUENCE: 16

Gly Asn Arg Arg His Arg
1 5

US 8,293,685 B2
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<210> SEQ ID NO 17

<211> LENGTH: 6

<«212> TYPE: PRT

<213> ORGANISM: Artificial
<«220> FEATURE:

«223> OTHER INFORMATION: linker

<400> SEQUENCE: 17

Gly Ser Lys Gln Ser Lys
1 5

<210> SEQ ID NO 18

<211> LENGTH: 6

«212> TYPE: PRT

<213> ORGANISM: Artificial
<«220> FEATURE:

223> OTHER INFORMATION: linker

<400> SEQUENCE: 18

Gly Ser Lys Ser Arg Arg
1 5

<«210> SEQ ID NO 19

<211> LENGTH: 6

<«212> TYPE: PRT

<213> ORGANISM: Artificial
<220> FEATURE:

«223> OTHER INFORMATION: linker

<400> SEQUENCE: 19

Gly Arg Lys Asn Ser His
1 5

<210> SEQ ID NO 20

<211> LENGTH: 6

<«212> TYPE: PRT

«213> ORGANISM: Artificial
<«220> FEATURE:

«223> OTHER INFORMATION: linker

<400> SEQUENCE: 20

Gly Thr Arg Gly Ser Gln
1 5

<210> SEQ ID NO 21

<211> LENGTH: 6

«212> TYPE: PRT

«213> ORGANISM: Artificial
<«220> FEATURE:

«223> OTHER INFORMATION: linker

<400> SEQUENCE: 21

Gly His Arg Ser His Arg
1 5

<210> SEQ ID NO 22

«<211> LENGTH: 6

«212> TYPE: PRT

«213> ORGANISM: Artificial
<220> FEATURE:

«223> OTHER INFORMATION: linker

<400> SEQUENCE: 22

Gly Asp Arg Lys Arg Arg
1 5

<210> SEQ ID NO 23

US 8,293,685 B2
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<211> LENGTH: 6

<«212> TYPE: PRT

<213> ORGANISM: Artificial
<220> FEATURE:

<223> OTHER INFORMATION: linker

<400> SEQUENCE: 23

Gly Ala Arg Gly Arg His
1 5

<210> SEQ ID NO 24

<211> LENGTH: 6

<«212> TYPE: PRT

<213> ORGANISM: Artificial
<«220> FEATURE:

223> OTHER INFORMATION: linker

<400> SEQUENCE: 24

Gly Thr His Asn Ser Gln
1 5

«<210> SEQ ID NO 25

<211> LENGTH: 6

«212> TYPE: PRT

<213> ORGANISM: Artificial
<220> FEATURE:

223> OTHER INFORMATION: linker

<400> SEQUENCE: 25

Gly Pro Asn Lys Ser Arg
1 5

<210> SEQ ID NO 26

<211> LENGTH: 6

<«212> TYPE: PRT

<213> ORGANISM: Artificial
<220> FEATURE:

«223> OTHER INFORMATION: linker

<400> SEQUENCE: 26

Gly Pro His Asn Ser Arg
1 5

<210> SEQ ID NO 27

<211> LENGTH: 8

<«212> TYPE: PRT

<213> ORGANISM: Artificial
<«220> FEATURE:

«223> OTHER INFORMATION: linker

<400> SEQUENCE: 27

His Arg Gly Tyr His Ala Gln Arg
1 5

<210> SEQ ID NO 28

<211> LENGTH: 6

«212> TYPE: PRT

«213> ORGANISM: Artificial
<«220> FEATURE:

«223> OTHER INFORMATION: linker

<400> SEQUENCE: 28
Gly Gly Gln Ser Gly Gln

1 5

<210> SEQ ID NO 29
<211> LENGTH: 15
«212> TYPE: PRT

US 8,293,685 B2
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-continued

<213> ORGANISM: Artificial

<220> FEATURE:
<223> OTHER INFORMATION: CRP-binding peptide

<400> SEQUENCE: 29

Glu Trp Ala Cys Asn Asp Arg Gly Phe Asn Cys Gln Leu Gln Arg
1 5 10 15

<«210> SEQ ID NO 30

<211> LENGTH: 19

<«212> TYPE: PRT

<213> ORGANISM: Artificial

<220> FEATURE:

<223> OTHER INFORMATION: VEGF-binding peptide

<400> SEQUENCE: 30

Val Glu Pro Asn Cys Agsp Ile His Val Met Trp Glu Trp Glu Cys Phe
1 5 10 15

Glu Arg Leu

«<210> SEQ ID NO 31

<211> LENGTH: 33

«212> TYPE: PRT

<213> ORGANISM: Artificial

<220> FEATURE:

223> OTHER INFORMATION: mini Z domain

<400> SEQUENCE: 31

Phe Asn Met Gln Gln Gln Arg Arg Phe Tyr Glu Ala Leu His Asp Pro
1 5 10 15

Asn Leu Asn Glu Glu Gln Arg Asn Ala Lys Ile Lys Ser Ile Arg Asp
20 25 30

ASp

«<210> SEQ ID NO 32

<211> LENGTH: 11

«212> TYPE: PRT

<213> ORGANISM: Artificial
«220> FEATURE:

<223> OTHER INFORMATION: T7 tag

<400> SEQUENCE: 32

Met Ala Ser Met Thr Gly Gly Gln Gln Met Gly
1 5 10

«<210> SEQ ID NO 33

<211> LENGTH: 13

«212> TYPE: PRT

<213> ORGANISM: Artificial

«220> FEATURE:

<223> OTHER INFORMATION: P2 peptide

<400> SEQUENCE: 33

Pro Ala Pro Ser Ile Asp Arg Ser Thr Lys Pro Pro Leu
1 5 10

«<210> SEQ ID NO 34

<211l> LENGTH: 20

<212> TYPE: PRT

<213> ORGANISM: Artificial

<220> FEATURE:

«223> OTHER INFORMATION: extended linker

<400> SEQUENCE: 34

Gly Gly Gly Ser Gly Gly Gly Ser Gly Gly Gly Ser Gly Gly Gly Ser
1 5 10 15
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-continued

Gly Gly Gly Ser
20

<210> SEQ ID NO 35

<211> LENGTH: 5

<212> TYPE: PRT

<213> ORGANISM: Artificial

<220> FEATURE:

<223> OTHER INFORMATION: CPX sequence containing Sfil restriction site

<400> SEQUENCE: 35

Gly Gln Ser Gly Gln
1 5

<210> SEQ ID NO 36

<211> LENGTH: 15

<212> TYPRE: PRT

«<213> ORGANISM: Artificial

<220> FEATURE:

<223> OTHER INFORMATION: streptavidin binding peptide

<400> SEQUENCE: 36

Ala Glu Cyg His Pro Gln Gly Pro Pro Cys Ile Glu Gly Arg Lys
1 5 10 15

<210> SEQ ID NO 37

<211> LENGTH: 4

<212> TYPRE: PRT

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

«223> OTHER INFORMATION: Linker

<400> SEQUENCE: 37

Gly Gly Gly Ser
1

<210> SEQ ID NO 38

<211> LENGTH: 16

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

«223> OTHER INFORMATION: Linker

<400> SEQUENCE: 38

Gly Gly Gly Ser Gly Gly Gly Ser Gly Gly Gly Ser Gly Gly Gly Ser
1 5 10 15

<210> SEQ ID NO 39

<211l> LENGTH: 24

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: Linker

<400> SEQUENCE: 39

Gly Gly Gly Ser Gly Gly Gly Ser Gly Gly Gly Ser Gly Gly Gly Ser
1 5 10 15

Gly Gly Gly Ser Gly Gly Gly Ser
20

50
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What 1s claimed 1s:

1. A circularly permuted OmpX (CPX) variant comprising
a linker joiming the native N-terminus and native C-terminus
or OmpX, wherein the CPX variant comprises a non-native
N-terminus and a non-native C-terminus, wherein the linker
1s 5-8 residues 1n length and the linker comprises the sequence
of SEQID NOs: 10,11, 12,13, 14,15,16,17, 18,19, 20, 21,
22,23,24, 25, 26, or 27.

2. The CPX wvariant of claam 1, wherein the linker 1s 5
residues 1n length.

3. The CPX wvariant of claam 1, wherein the linker 1s 6
residues 1n length.

4. The CPX variant of claim 1, comprising one or more
mutations that increase the display elliciency of a passenger
peptide compared to the CPX variant in the absence of the
mutations, wherein at least one mutation 1s a substitution
mutation at a position corresponding to A165 or G166 of the
nattve OmpX protein numbered relative to the reference
sequence of SEQ 1D NO:1.

5. The CPX variant of claim 4, comprising one or more
mutations selected from the group consisting of an A1635V
mutation, an A165L mutation, an A1651 mutation, an A165F
mutation, a G166S mutation, a G166 A mutation and combi-
nations thereof.

6. The CPX vanant of claim 1, comprising a passenger
polypeptide fused to the non-native N-terminus of the CPX
variant.

7. The CPX variant of claim 6, comprising a linker between
the non-native N-terminus of the CPX variant and the pas-
senger polypeptide.

8. The CPX variant of claim 1, comprising a passenger
polypeptide fused to the non-native C-terminus of the CPX
variant, wherein the passenger polypeptide comprises a
detectable label.

9. The CPX variant of claim 8, comprising a linker between
the non-native C-terminus of the CPX variant and the passen-
ger polypeptide.

10. The CPX variant of claim 1, comprising a first passen-
ger polypeptide fused to the non-native N-terminus of the
CPX vanant and a second passenger polypeptide fused to the
non-native C-terminus of the CPX variant.

11. The CPX vanant of claim 10, wherein the first passen-
ger polypeptide or the second passenger polypeptide com-
prises a detectable label.

12. The CPX variant of claim 11, wherein the detectable
label comprises a streptavidin binding peptide.

13. The CPX vanant of claim 11, wherein the second
passenger polypeptide comprises the detectable label.

14. The CPX vanant of claim 12, wherein the streptavidin
binding peptide comprises the sequence of SEQ ID NO:36.

15. The CPX vanant of claim 11, wherein both the first
passenger polypeptide and the second passenger polypeptide
comprise detectable labels.

16. The CPX vanant of claim 15, wherein the first passen-
ger polypeptide comprises a different detectable label than
the second passenger polypeptide.

17. The CPX variant of claim 10, comprising a linker
between the first passenger polypeptide and the non-native
N-terminus of the CPX variant or the second passenger
polypeptide and the non-native C-terminus of the CPX vari-
ant.

18. The CPX wvariant of claim 17, wherein the linker
between the first passenger polypeptide and the non-native
N-terminus of the CPX variant or between the second pas-
senger polypeptide and the non-native C-terminus of the CPX
variant comprises a sequence selected from the group con-

sisting of SEQ ID NO:28 and SEQ 1D NO:34.
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19. A polypeptide display library comprising a polypeptide
displayed by the CPX variant of claim 1.

20. A method of making a polypeptide display library, the
method comprising:

providing a plurality of expression vectors expressing CPX
variants of claim 1 carrying a plurality of passenger
polypeptides,

transiecting bacterial cells with said expression vectors,
and

culturing the bacterial cells under conditions that permit
expression of said passenger polypeptides on the surface
of the bacterial cells.

21. A method of screening for a CPX variant that displays

a passenger polypeptide with greater efficiency than another
carrier protein carrying the same passenger polypeptide, the
method comprising:

transiecting a bacterial cell with an expression vector
expressing a CPX variant of claim 1 carrying the pas-
senger polypeptide,

screening for display of the passenger polypeptide at the
surface of the bacterial cell within 25 minutes after
inducing the expression of the CPX variant carrying the
passenger polypeptide; and

comparing the display efficiency of the CPX variant car-
rying the passenger polypeptide to the display efficiency
ol another carrier protein carrying the same passenger
polypeptide expressed under the same conditions.

22. A method of enhancing the display efliciency of a

passenger polypeptide, the method comprising:

screening a plurality of different CPX vanants of claim 1
and

selecting the CPX variant that displays the passenger
polypeptide with the greatest efficiency compared to the
plurality of other CPX variants.

23. The method of claim 22, wherein the linker 1s 6 residues

in length.

24. A method of screening a library of polypeptides for the
ability to bind to a target molecule, the method comprising:

a) providing a polypeptide display library comprising CPX
variants as set forth i claim 1 carrying a plurality of
passenger polypeptides displayed on bactenal cells,

b) contacting the plurality of passenger polypeptides with
the target molecule, and

¢) 1dentitying at least one displayed passenger polypeptide
that binds to the target molecule.

25. The method of claim 24, wherein the target molecule 1s
selected from the group consisting of a receptor, a ligand, an
antibody, an antigen, an enzyme, a transporter, a substrate, an
inhibitor, an activator, a cofactor, a drug, a nucleic acid, a
lipid, a carbohydrate, a glycoprotein, a small organic mol-
ecule, and an morganic molecule.

26. The method of claim 24, wherein said target molecule
comprises a detectable label, wherein 1dentifying the target
molecule bound to at least one passenger polypeptide com-
prises detecting the label attached to said target molecule.

27. A method of screening a library of polypeptides for
biological activity in the presence of a target molecule, the
method comprising:

a) providing a polypeptide display library comprising CPX
variants as set forth 1 claim 1 carrying a plurality of
passenger polypeptides displayed on bacterial cells,

b) contacting the plurality of passenger polypeptides with
the target molecule,

¢) assaying for biological activity 1n the presence of the
target molecule, and

d) 1dentifying at least one displayed passenger polypeptide
that has biological activity.
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28. The CPX variant of claim 7, wherein said linker
between the non-native N-terminus of the CPX variant and
the passenger polypeptide comprises a sequence selected
from the group consisting of SEQ ID NO:28 and SEQ ID
NO:34.

29. The CPX wvariant of claim 9, wherein said linker
between the non-native C-terminus of the CPX variant and

the passenger polypeptide comprises a sequence selected
from the group consisting of SEQ ID NO:28 and SEQ ID

NO:34.

30. The CPX variant of claim 1, wherein the linker joiming,
the native N-terminus and native C-terminus of OmpX com-
prises the sequence set forth in SEQ ID NO:18.

31. The CPX vanant of claim 30, comprising one or more
mutations that increase the display elliciency of a passenger
peptide compared to the CPX variant in the absence of the
mutations, wherein at least one mutation 1s a substitution
mutation at a position corresponding to A165 or G166 of the
nattve OmpX protein numbered relative to the reference
sequence of SEQ 1D NO:1.

32. The CPX variant of claim 31, comprising one or more
mutations selected from the group consisting of an A1635V
mutation, an A165L mutation, an A1651 mutation, an A165F
mutation, a G166S mutation, a G166 A mutation and combi-
nations thereof.

33. The CPX vanant of claim 30, comprising a passenger
polypeptide fused to the non-native N-terminus of the CPX
variant.

34. The CPX variant of claim 33, comprising a linker
between the non-native N-terminus of the CPX variant and
the passenger polypeptide.

35. The CPX variant of claim 30, comprising a passenger
polypeptide fused to the non-native C-terminus of the CPX
variant, wherein the passenger polypeptide comprises a
detectable label.

36. The CPX variant of claim 335, comprising a linker
between the non-native C-terminus of the CPX varniant and
the passenger polypeptide.

37. The CPX variant of claim 30, comprising a first pas-
senger polypeptide fused to the non-native N-terminus of the
CPX vanant and a second passenger polypeptide fused to the
non-native C-terminus of the CPX variant.

38. The CPX vanant of claim 37, wherein the first passen-
ger polypeptide or the second passenger polypeptide com-
prises a detectable label.

39. The CPX variant of claam 38, wherein the second
passenger polypeptide comprises the detectable label.

40. The CPX variant of claim 38, wherein both the first
passenger polypeptide and the second passenger polypeptide
comprise detectable labels.

41. The CPX varnant of claim 40, wherein the first passen-
ger polypeptide comprises a different detectable label than
the second passenger polypeptide.

42. The CPX variant of claim 37, comprising a linker
between the first passenger polypeptide and the non-native
N-terminus of the CPX variant or the second passenger
polypeptide and the non-native C-terminus of the CPX vari-
ant.

43. The CPX variant of claim 42, wherein the linker
between the first passenger polypeptide and the non-native
N-terminus of the CPX variant or between the second pas-
senger polypeptide and the non-native C-terminus of the CPX
variant comprises a sequence selected from the group con-
sisting of SEQ ID NO:28 and SEQ 1D NO:34.

44. The CPX variant of claim 1, wherein the linker joiming,
the native N-terminus and native C-terminus of OmpX com-
prises the sequence set forth in SEQ ID NO:13.

10

15

20

25

30

35

40

45

50

55

60

65

54

45. The CPX vanant of claim 44, comprising one or more
mutations that increase the display efficiency of a passenger
peptide compared to the CPX variant 1n the absence of the
mutations, wherein at least one mutation 1s a substitution
mutation at a position corresponding to A165 or G166 of the
nattve OmpX protein numbered relative to the reference

sequence of SEQ ID NO:1.
46. The CPX vanant of claim 45, comprising one or more
mutations selected from the group consisting of an A165V

mutation, an A165L mutation, an A1651 mutation, an A165F
mutation, a G166S mutation, a G166 A mutation and combi-
nations thereof.

4'7. The CPX variant of claim 44, comprising a passenger
polypeptide fused to the non-native N-terminus of the CPX
variant.

48. The CPX variant of claim 47, comprising a linker
between the non-native N-terminus of the CPX variant and
the passenger polypeptide.

49. The CPX vanant of claim 44, comprising a passenger
polypeptide fused to the non-native C-terminus of the CPX
variant, wherein the passenger polypeptide comprises a
detectable label.

50. The CPX variant of claim 49, comprising a linker
between the non-native C-terminus of the CPX variant and
the passenger polypeptide.

51. The CPX vanant of claim 44, comprising a first pas-
senger polypeptide fused to the non-native N-terminus of the
CPX vanant and a second passenger polypeptide fused to the
non-native C-terminus of the CPX variant.

52. The CPX variant of claim 51, wherein the first passen-
ger polypeptide or the second passenger polypeptide com-
prises a detectable label.

53. The CPX variant of claim 52, wherein the second
passenger polypeptide comprises the detectable label.

54. The CPX variant of claim 52, wherein both the first
passenger polypeptide and the second passenger polypeptide
comprise detectable labels.

55. The CPX variant of claim 34, wherein the first passen-
ger polypeptide comprises a different detectable label than
the second passenger polypeptide.

56. The CPX variant of claim 51, comprising a linker
between the first passenger polypeptide and the non-native
N-terminus of the CPX variant or the second passenger
polypeptide and the non-native C-terminus of the CPX vari-
ant.

57. The CPX wvariant of claim 56, wherein the linker
between the first passenger polypeptide and the non-native
N-terminus of the CPX variant or between the second pas-
senger polypeptide and the non-native C-terminus of the CPX
variant comprises a sequence selected from the group con-
sisting of SEQ ID NO:28 and SEQ 1D NO:34.

58. The CPX varnant of claim 1, wherein the linker joining
the native N-terminus and native C-terminus of OmpX com-
prises the sequence set forth in SEQ ID NO:17.

59. The CPX vanant of claim 38, comprising one or more
mutations that increase the display elliciency of a passenger
peptide compared to the CPX varniant in the absence of the
mutations, wherein at least one mutation 1s a substitution
mutation at a position corresponding to A165 or G166 of the
nattve OmpX protein numbered relative to the reference
sequence of SEQ ID NO:1.

60. The CPX vanant of claim 59, comprising one or more
mutations selected from the group consisting of an A165V
mutation, an A165L mutation, an A1651 mutation, an A165F
mutation, a G166S mutation, a G166 A mutation and combi-
nations thereof.
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61. The CPX vanant of claim 38, comprising a passenger
polypeptide fused to the non-native N-terminus of the CPX
variant.

62. The CPX variant of claim 61, comprising a linker
between the non-native N-terminus of the CPX variant and
the passenger polypeptide.

63. The CPX vanant of claim 38, comprising a passenger
polypeptide fused to the non-native C-terminus of the CPX
variant, wheremn the passenger polypeptide comprises a
detectable label.

64. The CPX variant of claim 63, comprising a linker
between the non-native C-terminus of the CPX variant and
the passenger polypeptide.

65. The CPX variant of claim 58, comprising a {irst pas-
senger polypeptide fused to the non-native N-terminus of the
CPX vanant and a second passenger polypeptide fused to the
non-native C-terminus of the CPX variant.

66. The CPX variant of claim 65, wherein the first passen-
ger polypeptide or the second passenger polypeptide com-
prises a detectable label.

67. The CPX variant of claam 66, wherein the second
passenger polypeptide comprises the detectable label.

68. The CPX varniant of claim 66, wherein both the first
passenger polypeptide and the second passenger polypeptide
comprise detectable labels.

69. The CPX vaniant of claim 68, wherein the first passen-
ger polypeptide comprises a different detectable label than
the second passenger polypeptide.

70. The CPX variant of claim 69, comprising a linker
between the first passenger polypeptide and the non-native
N-terminus of the CPX variant or the second passenger
polypeptide and the non-native C-terminus of the CPX vari-
ant.

71. The CPX variant of claim 70, wherein the linker
between the first passenger polypeptide and the non-native
N-terminus of the CPX variant or between the second pas-
senger polypeptide and the non-native C-terminus of the CPX
variant comprises a sequence selected from the group con-
sisting of SEQ ID NO:28 and SEQ 1D NO:34.

72. The CPX vanant of claim 1, wherein the linker joining,
the native N-terminus and native C-terminus of OmpX com-
prises the sequence set forth in SEQ 1D NO:20.

73. The CPX vanant of claim 72, comprising one or more
mutations that increase the display elliciency of a passenger
peptide compared to the CPX variant 1n the absence of the
mutations, wherein at least one mutation 1s a substitution
mutation at a position corresponding to A165 or G166 of the
nattve OmpX protein numbered relative to the reference
sequence of SEQ 1D NO:1.

74. The CPX variant of claim 73, comprising one or more
mutations selected from the group consisting of an A1635V
mutation, an A165L mutation, an A1651 mutation, an A165F
mutation, a G166S mutation, a G166 A mutation and combi-
nations thereof.

75. The CPX vanant of claim 72, comprising a passenger
polypeptide fused to the non-native N-terminus of the CPX
variant.

76. The CPX variant of claim 75, comprising a linker
between the non-native N-terminus of the CPX variant and
the passenger polypeptide.

77. The CPX variant of claim 72, comprising a passenger
polypeptide fused to the non-native C-terminus of the CPX
variant, wherein the passenger polypeptide comprises a
detectable label.

78. The CPX variant of claim 77, comprising a linker
between the non-native C-terminus of the CPX variant and
the passenger polypeptide.
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79. The CPX vanant of claim 72, comprising a first pas-
senger polypeptide fused to the non-native N-terminus of the
CPX variant and a second passenger polypeptide fused to the
non-native C-terminus of the CPX variant.

80. The CPX variant of claim 79, wherein the first passen-
ger polypeptide or the second passenger polypeptide com-
prises a detectable label.

81. The CPX wvarnant of claim 80, wherein the second

passenger polypeptide comprises the detectable label.

82. The CPX variant of claim 80, wherein both the first
passenger polypeptide and the second passenger polypeptide
comprise detectable labels.

83. The CPX variant of claim 82, wherein the first passen-
ger polypeptide comprises a different detectable label than
the second passenger polypeptide.

84. The CPX variant of claiam 79, comprising a linker
between the first passenger polypeptide and the non-native
N-terminus of the CPX variant or the second passenger
polypeptide and the non-native C-terminus of the CPX vari-
ant.

85. The CPX wvariant of claim 84, wherein the linker
between the first passenger polypeptide and the non-native
N-terminus of the CPX variant or between the second pas-
senger polypeptide and the non-native C-terminus of the CPX
variant comprises a sequence selected from the group con-
sisting of SEQ ID NO:28 and SEQ 1D NO:34.

86. The CPX vanant of claim 1, wherein the linker joining,
the native N-terminus and native C-terminus of OmpX com-
prises the sequence set forth in SEQ ID NO:21.

87. The CPX varnant of claim 86, comprising one or more
mutations that increase the display efficiency of a passenger
peptide compared to the CPX variant 1n the absence of the
mutations, wherein at least one mutation 1s a substitution
mutation at a position corresponding to A165 or G166 of the
nattve OmpX protein numbered relative to the reference
sequence of SEQ ID NO:1.

88. The CPX variant of claim 87, comprising one or more
mutations selected from the group consisting of an A165V
mutation, an A165L mutation, an A1651 mutation, an A165F
mutation, a G166S mutation, a G166 A mutation and combi-
nations thereof.

89. The CPX vanant of claim 86, comprising a passenger
polypeptide fused to the non-native N-terminus of the CPX
variant.

90. The CPX variant of claim 89, comprising a linker
between the non-native N-terminus of the CPX variant and
the passenger polypeptide.

91. The CPX variant of claim 86, comprising a passenger
polypeptide fused to the non-native C-terminus of the CPX
variant, wherein the passenger polypeptide comprises a
detectable label.

92. The CPX variant of claim 91, comprising a linker
between the non-native C-terminus of the CPX variant and
the passenger polypeptide.

93. The CPX vanant of claim 86, comprising a first pas-
senger polypeptide fused to the non-native N-terminus of the
CPX vanant and a second passenger polypeptide fused to the
non-native C-terminus of the CPX variant.

94. The CPX variant of claim 93, wherein the first passen-
ger polypeptide or the second passenger polypeptide com-
prises a detectable label.

95. The CPX variant of claim 94, wherein the second
passenger polypeptide comprises the detectable label.

96. The CPX variant of claim 94, wherein both the first
passenger polypeptide and the second passenger polypeptide
comprise detectable labels.
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97. The CPX varnant of claim 96, wherein the first passen-
ger polypeptide comprises a different detectable label than
the second passenger polypeptide.

98. The CPX variant of claim 93, comprising a linker
between the first passenger polypeptide and the non-native
N-terminus of the CPX variant or the second passenger
polypeptide and the non-native C-terminus of the CPX vari-
ant.

99. The CPX wvariant of claim 98, wherein the linker

between the first passenger polypeptide and the non-native
N-terminus of the CPX variant or between the second pas-
senger polypeptide and the non-native C-terminus of the CPX

variant comprises a sequence selected from the group con-
sisting of SEQ ID NO:28 and SEQ 1D NO:34.

100. The CPX vaniant of claim 1, wherein the linker joining
the native N-terminus and native C-terminus of OmpX com-
prises the sequence set forth in SEQ 1D NO:22.

101. The CPX vanant of claim 100, comprising one or
more mutations that increase the display elficiency of a pas-
senger peptide compared to the CPX variant 1in the absence of
the mutations, wherein at least one mutation is a substitution
mutation at a position corresponding to A165 or G166 of the
nattve OmpX protein numbered relative to the reference
sequence of SEQ 1D NO:1.

102. The CPX vanant of claim 101, comprising one or
more mutations selected from the group consisting of an
A165V mutation, an A165L mutation, an A1651 mutation, an
A165F mutation, a G166S mutation, a G166 A mutation and
combinations thereof.

103. The CPX vanant of claim 100, comprising a passen-
ger polypeptide fused to the non-native N-terminus of the
CPX varnant.

104. The CPX variant of claim 103, comprising a linker
between the non-native N-terminus of the CPX variant and
the passenger polypeptide.

105. The CPX vanant of claim 100, comprising a passen-
ger polypeptide fused to the non-native C-terminus of the
CPX variant, wherein the passenger polypeptide comprises a
detectable label.

106. The CPX variant of claim 105, comprising a linker
between the non-native C-terminus of the CPX variant and
the passenger polypeptide.

107. The CPX variant of claim 100, comprising a first
passenger polypeptide fused to the non-native N-terminus of
the CPX variant and a second passenger polypeptide fused to
the non-native C-terminus of the CPX variant.

108. The CPX variant of claim 107, wherein the first pas-
senger polypeptide or the second passenger polypeptide com-
prises a detectable label.

109. The CPX wvarniant of claim 108, wherein the second
passenger polypeptide comprises the detectable label.

110. The CPX variant of claim 108, wherein both the first
passenger polypeptide and the second passenger polypeptide
comprise detectable labels.

111. The CPX variant of claim 110, wherein the first pas-
senger polypeptide comprises a different detectable label
than the second passenger polypeptide.

112. The CPX variant of claim 107, comprising a linker
between the first passenger polypeptide and the non-native
N-terminus ol the CPX variant or the second passenger

polypeptide and the non-native C-terminus of the CPX vari-
ant.

113. The CPX vanant of claim 112, wherein the linker
between the first passenger polypeptide and the non-native
N-terminus of the CPX variant or between the second pas-
senger polypeptide and the non-native C-terminus of the CPX
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variant comprises a sequence selected from the group con-
sisting of SEQ ID NO:28 and SEQ 1D NO:34.

114. The CPX vanant of claim 1, wherein the linker joiming
the native N-terminus and native C-terminus of OmpX com-
prises the sequence set forth in SEQ ID NO:23.

115. The CPX variant of claim 114, comprising one or
more mutations that increase the display efficiency of a pas-
senger peptide compared to the CPX variant 1n the absence of
the mutations, wherein at least one mutation 1s a substitution

mutation at a position corresponding to A165 or G166 of the
nattve OmpX protein numbered relative to the reference

sequence of SEQ ID NO:1.

116. The CPX variant of claim 115, comprising one or
more mutations selected from the group consisting of an
A165V mutation, an A165L mutation, an A1651 mutation, an
A165F mutation, a G166S mutation, a G166A mutation and
combinations thereof.

117. The CPX variant of claim 114, comprising a passen-
ger polypeptide fused to the non-native N-terminus of the
CPX variant.

118. The CPX variant of claim 117, comprising a linker
between the non-native N-terminus of the CPX variant and
the passenger polypeptide.

119. The CPX variant of claim 114, comprising a passen-
ger polypeptide fused to the non-native C-terminus of the
CPX vanant, wherein the passenger polypeptide comprises a
detectable label.

120. The CPX variant of claim 119, comprising a linker
between the non-native C-terminus of the CPX variant and
the passenger polypeptide.

121. The CPX variant of claim 114, comprising a first
passenger polypeptide fused to the non-native N-terminus of

the CPX variant and a second passenger polypeptide fused to
the non-native C-terminus of the CPX varnant.

122. The CPX variant of claim 121, wherein the first pas-
senger polypeptide or the second passenger polypeptide com-
prises a detectable label.

123. The CPX wvariant of claim 122, wherein the second
passenger polypeptide comprises the detectable label.

124. The CPX variant of claim 122, wherein both the first
passenger polypeptide and the second passenger polypeptide
comprise detectable labels.

125. The CPX variant of claim 124, wherein the first pas-
senger polypeptide comprises a different detectable label
than the second passenger polypeptide.

126. The CPX variant of claim 121, comprising a linker
between the first passenger polypeptide and the non-native
N-terminus of the CPX variant or the second passenger
polypeptide and the non-native C-terminus of the CPX vari-
ant.

127. The CPX variant of claim 126, wherein the linker
between the first passenger polypeptide and the non-native
N-terminus of the CPX variant or between the second pas-
senger polypeptide and the non-native C-terminus of the CPX
variant comprises a sequence selected from the group con-
sisting of SEQ ID NO:28 and SEQ 1D NO:34.

128. The CPX variant of claim 1, wherein the linker joining
the native N-terminus and native C-terminus of OmpX com-
prises the sequence set forth in SEQ ID NO:24.

129. The CPX variant of claim 128, comprising one or
more mutations that increase the display efficiency of a pas-
senger peptide compared to the CPX variant in the absence of
the mutations, wherein at least one mutation 1s a substitution
mutation at a position corresponding to A165 or G166 of the
nattve OmpX protein numbered relative to the reference

sequence of SEQ ID NO:1.
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130. The CPX vanant of claim 129, comprising one or
more mutations selected from the group consisting of an
A165V mutation, an A165L mutation, an A1651 mutation, an
A165F mutation, a G166S mutation, a G166A mutation and
combinations thereof.

131. The CPX vanant of claim 128, comprising a passen-
ger polypeptide fused to the non-native N-terminus of the
CPX variant.

132. The CPX variant of claim 131, comprising a linker
between the non-native N-terminus of the CPX variant and
the passenger polypeptide.

133. The CPX variant of claim 128, comprising a passen-
ger polypeptide fused to the non-native C-terminus of the
CPX variant, wherein the passenger polypeptide comprises a
detectable label.

134. The CPX variant of claim 133, comprising a linker
between the non-native C-terminus of the CPX variant and
the passenger polypeptide.

135. The CPX variant of claim 128, comprising a first
passenger polypeptide fused to the non-native N-terminus of
the CPX variant and a second passenger polypeptide fused to
the non-native C-terminus of the CPX variant.

136. The CPX variant of claim 135, wherein the first pas-
senger polypeptide or the second passenger polypeptide com-
prises a detectable label.

137. The CPX wvariant of claam 136, wherein the second

passenger polypeptide comprises the detectable label.
138. The CPX variant of claim 136, wherein both the first

passenger polypeptide and the second passenger polypeptide
comprise detectable labels.
139. The CPX variant of claim 138, wherein the first pas-

senger polypeptide comprises a diflerent detectable label

than the second passenger polypeptide.

140. The CPX variant of claim 135, comprising a linker
between the first passenger polypeptide and the non-native
N-terminus ol the CPX variant or the second passenger
polypeptide and the non-native C-terminus of the CPX vari-
ant.

141. The CPX vanant of claim 140, wherein the linker
between the first passenger polypeptide and the non-native

N-terminus of the CPX variant or between the second pas-
senger polypeptide and the non-native C-terminus of the CPX
variant comprises a sequence selected from the group con-
sisting of SEQ ID NO:28 and SEQ 1D NO:34.

142. The CPX vaniant of claim 1, wherein the linker joining
the native N-terminus and native C-terminus of OmpX com-
prises the sequence set forth in SEQ 1D NO:26.

143. The CPX vanant of claim 142, comprising one or
more mutations that increase the display efficiency of a pas-
senger peptide compared to the CPX variant in the absence of
the mutations, wherein at least one mutation i1s a substitution
mutation at a position corresponding to A165 or G166 of the
native OmpX protein numbered relative to the reference
sequence of SEQ ID NO:1.

144. The CPX vanant of claim 143, comprising one or
more mutations selected from the group consisting of an
A165V mutation, an A165L mutation, an A1651 mutation, an
A165F mutation, a G166S mutation, a G166 A mutation and
combinations thereof.

145. The CPX vanant of claim 142, comprising a passen-
ger polypeptide fused to the non-native N-terminus of the
CPX variant.

146. The CPX variant of claim 143, comprising a linker
between the non-native N-terminus of the CPX variant and
the passenger polypeptide.
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14°7. The CPX varniant of claim 142, comprising a passen-
ger polypeptide fused to the non-native C-terminus of the
CPX varniant, wherein the passenger polypeptide comprises a
detectable label.

148. The CPX variant of claim 147, comprising a linker
between the non-native C-terminus of the CPX varnant and
the passenger polypeptide.

149. The CPX vanant of claim 142, comprising a first
passenger polypeptide fused to the non-native N-terminus of
the CPX variant and a second passenger polypeptide fused to
the non-native C-terminus of the CPX varnant.

150. The CPX variant of claim 149, wherein the first pas-

senger polypeptide or the second passenger polypeptide com-
prises a detectable label.

151. The CPX vanant of claim 150, wherein the second
passenger polypeptide comprises the detectable label.

152. The CPX variant of claim 150, wherein both the first
passenger polypeptide and the second passenger polypeptide
comprise detectable labels.

153. The CPX variant of claim 152, wherein the first pas-
senger polypeptide comprises a different detectable label
than the second passenger polypeptide.

154. The CPX variant of claim 149, comprising a linker
between the first passenger polypeptide and the non-native
N-terminus of the CPX variant or the second passenger
polypeptide and the non-native C-terminus of the CPX vari-

ant.
155. The CPX variant of claim 154, wherein the linker

between the first passenger polypeptide and the non-native
N-terminus of the CPX variant or between the second pas-
senger polypeptide and the non-native C-terminus of the CPX
variant comprises a sequence selected from the group con-

sisting of SEQ ID NO:28 and SEQ 1D NO:34.

156. The CPX varniant of claim 1, wherein the linker joining
the native N-terminus and native C-terminus of OmpX com-
prises the sequence set forth in SEQ ID NO:27.

157. The CPX variant of claim 156, comprising one or
more mutations that increase the display efficiency of a pas-
senger peptide compared to the CPX variant in the absence of
the mutations, wherein at least one mutation 1s a substitution

mutation at a position corresponding to A165 or G166 of the
native OmpX protein numbered relative to the reference
sequence of SEQ ID NO:1.

158. The CPX variant of claim 157, comprising one or
more mutations selected from the group consisting of an
A165V mutation, an A165L mutation, an A1651 mutation, an
A165F mutation, a G166S mutation, a G166A mutation and
combinations thereof.

159. The CPX variant of claim 156, comprising a passen-
ger polypeptide fused to the non-native N-terminus of the
CPX variant.

160. The CPX variant of claim 159, comprising a linker
between the non-native N-terminus of the CPX variant and
the passenger polypeptide.

161. The CPX vanant of claim 156, comprising a passen-
ger polypeptide fused to the non-native C-terminus of the
CPX varniant, wherein the passenger polypeptide comprises a
detectable label.

162. The CPX variant of claim 161, comprising a linker
between the non-native C-terminus of the CPX variant and
the passenger polypeptide.

163. The CPX variant of claim 156, comprising a first
passenger polypeptide fused to the non-native N-terminus of
the CPX variant and a second passenger polypeptide fused to
the non-native C-terminus of the CPX variant.
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164. The CPX variant of claim 163, wherein the first pas-
senger polypeptide or the second passenger polypeptide com-
prises a detectable label.

165. The CPX wvariant of claam 164, wherein the second
passenger polypeptide comprises the detectable label.

166. The CPX variant of claim 165, wherein both the first

passenger polypeptide and the second passenger polypeptide
comprise detectable labels.

167. The CPX variant of claim 166, wherein the first pas-
senger polypeptide comprises a diflerent detectable label
than the second passenger polypeptide.
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168. The CPX variant of claim 161, comprising a linker
between the first passenger polypeptide and the non-native
N-terminus of the CPX variant or the second passenger
polypeptide and the non-native C-terminus of the CPX vari-
ant.

169. The CPX variant of claim 168, wherein the linker
between the first passenger polypeptide and the non-native
N-terminus of the CPX variant or between the second pas-
senger polypeptide and the non-native C-terminus of the CPX

variant comprises a sequence selected from the group con-
sisting of SEQ ID NO:28 and SEQ 1D NO:34.
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It is certified that error appears in the above-identified patent and that said Letters Patent is hereby corrected as shown below:

In claim 1, column 51, line 4, please replace “or” with --of--.

In claim 1, column 51, line 7, please replace “NOs:” with --NO:--.

Signed and Sealed this
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Teresa Stanek Rea
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